AD-A237 590 -
O DTIC
DEVELOPMENT OF A GENETICALLY ENGINEERED \ JUNZ 7199};

VENEZUELAN EQUINE ENCEPHALITIS VIRUS VACCINE

C

ANNUAL/FINAL REPORT
DENNIS W. TRENT

APRIL 15, 1991

Supported by

U.S. ARMY MEDICAL RESEARCH AND DEVELOPMENT COMMAND

Fort Detrick, Frederick, Maryland 21702-5012 . Aceessioa Ver
817 QPshl
PELC IKkD 0O
Unagnovnived C
Contract No. 87PP7876 Justificatien
| o
... . . Pistritwtion
Division of Vector-Borne Viral Diseases —2iFZribatien/
Centers for Disease Control ... . Anilability Coder
Fort Collins, Colorado 80522 - pAvall and/er

4 ' iDiet Speetal
“ﬂg§°. ’
s?k.

‘ ML

Approved for public release; distribution unlimited. = 1-

The findings in this report are not to be construed as an
official Department of the Army position unless so designated
by other authorized documents

91-031}%’0

RN




April 15, 1991 Annual/Final 9/28/87 - 9/30/90

Development of a Genetically Engineered Venezuelan Contract No. 87PP7876
Equine Encephalitis Virus Vaccine

Dennis W. Trent

Division of Vector-Borne Viral Diseases
Centers for Disease Control
Fort Collins, Colorado 80522

U.53. Army Medical Research & Development Command
Fort Detrick, Frederick, Maryland 21702-5012

Annual covers period of
September 28, 1989 - September 30, 1990

Approved for public release; distribution unlimited

See pages 1 and 2.

73

Unclassified Unclassitied




ABSTRACT

Genomes of the Trinidad donkey (TRD) and TC-83 strains of Venezuelan equine encephalitis
(VEE) viruses have been cloned and their nucleotide sequences determined. There are 12
nucleotide differences between the genomes of the TC-83 attenuated virus and its virulent TRD
parent strain. One nucleotide substitution and deletion occurred in the 5'- and 3'- noncoding
regions of the TC-83 genome, respectively. A conservative Ser to Thr amino acid substitution
was identified in nsP3 and an Ala to Asp change in nsP2. Two silent mutations are present, one
each in El and E2. Two amino acid substitutions are found in El, and five animo acid
substitutions are in E2.

The genome of TRD virus is 11,444 nucleotides long with 5’-noncoding region of 44
nucleotides. The carboxyl-terminal portion of nsP3 contains two peptide segments that are
repeated. The open-reading-frame of the nonstructural polypeptide is interrupted by an in-frame
opal codon between nsP3 and nsP4, as has been reported for other alphaviruses.

Cloned ¢cDNA encoding the structural proteins of TRD and TC-83 viruses were inserted into
vaccinia virus under control of the vaccinia virus 7.5K promoter. Synthesis of the capsid protein
and glycoproteins E1 and E2 was demonstrated by immunofluorescence. immunoprecipitation
and immunoblotting. Mice immunized with the recombinant VEE\vaccinia virus developed
virus-specific neutralizing antibodies and survived intraperitoneal challenge with virulent VEE
virus of subtypes IAB, IC, ID and II. Animals immunized with the recombinant, however, did
not survive intranasal challenge. T-cell responses of mice and primates to immunization with
TC-83 and recombinant vaccinia viruses were serocomplex specific, showing only slight cross
reactivity with eastern equine encephalitis virus. Proliferating T-cells secreted interleukin 2
(IL2). Reactivity of primed T-cells with subtype IC, ID, IE and IV viruses was poor.

Horses immunized with the vaccinia\VEE virus recombinant virus developed low ELISA titer
and neutralizing antibodies after the first immunization. These animals were reimmunized 92
days after the first immunization to boost the immune response prior to virus challenge. Serum
antibody titers seven days following immunization were high, indicating antigenic priming had
been accomplished by the initial recombinant virus immunization. Horses were immunized with
the recombinant vaccinia TC-5A, wild type vaccinia, and TC-83 vaccine virus and challenged
with 10* PFU of equine virulent VEE virus. Following challenge animals immunized with wild-
type vaccinia virus developed a leukopenia, became viremic, febrile, depressed, and were
euthanized on the sixth day after challenge. Horses immunized with either TC-83 or
vaccinia\VEE recombinant viruses did not become viremic or develop clinical or hematologic
signs of VEE disease following challenge. In both groups of immune animals, there was no
significant increase in VEE antibody following virus challenge, indicating that immunization had
fully protected the horses from neuroinvasion.

Full-length nucleotide-sequence-perfect cDNA clones of VEE TC-83 and TRD virrces have Seen
constructed from fully sequenced subgenomic clones. The full-length clone pV\IC-92 is bound
at the 5’'- end by a unique Xbal site and RNA polymerase T7 promoter. At the 3’- end of the
clone there is a poly A tail (n=25), and a unique MI site which facilitates opening of the
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plasmid for transcription of full-length genome RNA. RNA transcripts synthesized in vitro with
T7 RNA polymerase are infectious. Recombinant VEE viruses have been constructed to
investigate the contribution of TC-83 specific changes in the virulence of TRD virus. These
clones, were constructed by in vitro mutagenesis or splicing of TRD specific cDNA fragments
into the pVE\IC-92 backbone. Plaque and peripheral virulence phenotypes of the viruses derived
from the full-length cDNA clones of TRD, TC-83 clone pVE\IC-92, and recombinant clones
pVEMC-101 through pVE\IC-113 have been constructed and analyzed. Infectious cloncs 92,
101, 110 and 112 exhibited plaque phenotypes in Vero cell monolayers similar to TC-83 virus.
Plaques produced by viruses containing TRD gene substitutions in recombinants 102, 108, 109,
111 and 113 were generally larger than those produced by TC-83. Recombinant virus 104, that
contains two amino-terminal changes in E2, and recombinant 108, that contains the TRD 5'-
noncoding change, were avirulent. Recombinant 112, containing the S’- noncoding and nsP3
TRD changes, produces small plaques and is intermediate in its virulence for mice. All of the
constructs, except 108 and 110 which contain the TRD 5'-noncoding change, are mouse virulent.
These results suggest that virulence resides in a constellation of genetic changes involving the
5’-noncoding region, nsP3 and a specific region in E2.



FOREWORD

In conducting the research described in this report, the investigators adhered to
the "Guide for the Care and Use of Laboratory Animals,” prepared by the
Committee on the Care and Use of Laboratory Animals of the Institute of
Laboratory Animal Resources, National Research Council (DHEW Publication
No. <NIH> 78-23, revised 1978).

The investigators have abided by the National Institutes of Health for Research
Involving Recombinant DNA Molecules (April 1982) and the Administrative
Practices Supplements.
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PROGRESS REPORT

L MOLECULAR CLONING AND GENETIC ANALYSIS OF THE TRINIDAD
DONKEY AND TC-83 VIRUS GENOMES

Molecular cloning and sequence analysis of the VEE TRD and TC-83 genomic RNA have been
completed. The entire nucleotide sequence and deduced amino acid sequence of the VEE TRD
genomic RNA are shown in Fig. 1. Excluding the 5'-m7G cap, the TRD RNA genome is
11,444 nucleotides long with a base composition of 28.2%A, 24.5%C, 25.3%G and 22.0%U.

Sequence of the ultimate 5'-nucleotides of the virion RNA was obtained by primer extension
sequencing. These studies confirmed the substitution of an A for G at genome nucleotide
position 3 in the TC-83 RNA. Excluding the 5’-cap, the 5'-noncoding regions of both TRD and
TC-83 viruses are 44 nucleotides in length. The nucleotide sequence at the 3’-terminal region
of the viral RNAs was obtained by direct sequencing of denatured plasmid cDNA. These data
confirmed the deletion of a U nucleotide in TC-83 virus at genome position 11,405. Sequence
analysis of the 26S junction region of the 42S RNA confirmea that the sequence of TRD and
TC-83 viruses were identical.

Two in-frame AUG codons at nucleotide positions 12-14 and 45-47 occurred within the 5’'-
terminal 50 nucleotides of VEE genomic RNA. An out-of-frame AUG codon was present at the
5’-terminus of TRD RNA, but not in TC-83 due to substitution of an A nucleotide at position
3. The AUG sequence at position 45-47 occurred within the consensus sequence CAXXAUGG
(where X = any nucleotide) used as initiation codons in eukaryotic mRNA. This sequence was
chosen as the initiation codon for the nonstructural VEE virus polyprotein precursor.
Translation of the genome was terminated by an ocher (UAA) condon at positions 7524-7526.
The deduced polyprotein is 2493 amino acids long. The open-reading frame of the translated
region was interrupted by an opal (UGA) codon at nucleotides 5682-5684. The in-frame opal
codon was present in the genomes of TRD and TC-83 viruses, was also present of the genomes
of subtypes TAB viruses PTF-39 and 71-180.

Nucleotide sequence data from the cDNA clones indicated that genes encoding nonstructural
proteins of VEE TRD and TC-83 viruses differed at nucleotide positions 1696 (C in TRD to A
in TC-83),1873 (T to A), 4698 (A to G), 4809 (T to A), 5877 (G to A), and 7306 (T to C).
Independcat sequencing of the viral RNAs revealed that only two of these changes were valid:
the C to A change at position 1696 and the T to A change at position 4809. These nucleotide
changes resulted in an amino acid change at position 16 in ma of Ala to Asp and a Ser to Thr
change in nsP3 at position 260. These changes, together with the other changes in the
noncoding 3'- and 5'-regions and the structural genes, are shown in Table 1.

The putative cleavage sites used to generate the nonstructural proteins from the polyprotein
precursor were identified by comparing the VEE virus amino acid sequence with those of other
alphaviruses. The amino acid sequence of the translated nonstructural polyproteins of SIN, SF
and VEE virus were aligned to provide maximal homology and sequence in the cognate proteins.
The nsP1, nsP2, nsP3 and nsP4 proteins of VEE virus showed 60%-66%, 57%-58%, 35%-44%
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and 71%-73% sequence homology, respectively, with cognate proteins of SIN and SF viruses.
The 52kd nsP3 proteins of VEE virus were highly conserved when compared to SIN and SF
viruses. For example, 94% of 18 Trp amino acids, 73% of 73 Phe, 70% of 61 Cys, 70 % of
120 Gly, and 69% of 116 Pro residues were conserved in the aligned nonstructural proteins of
VEE, SIN and SF viruses.

The nsP3 polypeptide, which was the least conserved of the four nonstructural proteins, has
some interesting features. The amino-terminal half of the protein is highly conserved among the
alphaviruses; however, the carboxyl-terminal half of VEE virus nsP3 has virtually no sequence
homology with the same regions of the nsP3 proteins of SIN and SF viruses.

The carboxyl-terminal portion of VEE nsP3 contains a short repeated peptide (PXPAPRT, where
X = a variable amino acid) and a long 34 amino acid sequence repeat of
TPSXXPSPXXSRTSLVSXPPGVNRVITREEXEZX. These repeated peptide segments were
identical in TRD and TC-83 viruses. SF virus nsP3 has a repeated peptide segment similar in
sequence to that of SIN virus; this region of SF virus nsP3 lacked 70 and 73 amino acids relative
to VEE and SIN viruses, respectively. The in-frame opal termination codon, located six amino
acid residues upstream from the carboxyl terminus of VEE nsP3, was aligned in-frame with the
opal codon reported in the sequence of SIN virus.

The nucleotide and deduced amino acid sequence differences between the genomes of VE TRD
and TC-83 viruses are summarized in Table 1. TC-83 contained a single nucleotide mutation
in the 3'- and 5'-noncoding regions. Additional changes in the sequances of TC-83 and TRD
viruses were noted in nsP2, nsP3, El and E2.

II. CONSTRUCTION OF FULL-LENGTH CDNA CLONES OF VEE VIRUSES
TC-83 AND TRD

The full-length "infectious" cDNA clone of VEE TC-83 and TRD viruses was constructed from
cDNA clones which had been sequenced and ful'v characterized (Fig. 2; Kinney et al., 1989;
Johnson et al., 1986; *inney ¢t al., 1986). The confirmed differences between the RNA
genomes of the TRD and TC-83 viruses are indicated in Table 1. Confirmation of the
nucleotide differences between TRD and TC-83 cDNA clones was accomplished by sequence
analysis of more than one independent clone for a given virus and\or by direct sequence analysis
of the RNA. These clones were spliced together to construct the 11447-bp length cDNA copy
of the full-length genome of TC-83 virus. An Xbal restriction site and promoter, recognized
by the bacteriophage RNA dependent polymerase T7, were engineered at the 5'-end of the full-
length clone. A poly (a-T),4 tract and an Ml restriction enzyme site were engineered at the 3'-
end of the clone. The full-length clone, designated pVE\IC-92, and its precursor intermediates
were constructed in the pUC18 plasmid (Fig. 3). Portions of two clones, pTRD-26 and pTRD-
30, derived from TRD virus RNA which were identical in sequence to TC-83 in these regions,
were used in the construction of pVE\IC-92. Several splices, including those involving TRD
cDNA clones, were performed individually to build up the entire sequence step at a time, thus
avoiding errors which might be incorporated in the clone. An extra G nucleotide was mistakenly
engineered into the virus sense strand between the T7 promoter and the 5’-terminal A nucleotide
of the VEE virus genome. This error has subsequently been removed. Three silent mutations
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(A-to C, C-to-A, and T-to-C at nucleotide positions 1613, 1616 and 1619) were engineered into
the full-length clone to provide markers for viruses derived from the full-length clone.

The 5'-capped infectious VEE viral RNA transcripts were synthesized i vitro from the pVE\C-
92 full-length clone opened at the unique Ml site, with T7 RNA polymerase. The transcribed
vial RNA product diluted in phosphate-buffered saline containing lipofectin and transfected into
slightly subconfluent monolayers of BHK cells. Monolayers were observed for the development
of cytopathic effects and the virus containing culture fluids harvested. Transfection of BHK-21
cells with RNA transcripts of the pVE\IC-92 and TRD clones resulted in cytopathology and
production of viruses having characteristic plaque morphology and antigenic markers (Tables 1
and 2).

III. VIRULENCE ANALYSIS OF VEE\IC RECOMBINANT VIRUSES

Infectious full-length cDNA clones i VEE TC-83 and Trinidad Donkey (TRD) viruses have
been assembled in plasmid pUC18 by ligation of previously characterized endonuclease
restriction fragments (Fig. 4). Infectious VEE RNA was prepared from the double-stranded full-
length cDNA clones by digestion with Ml to open the clone at the 3'-end of the VEE virus
genome facilitating transcription of the DNA with T7 DNA dependent RNA polymerase.
Transcribed virus RNA was used to transfect BHK-21 ceils using lipofectin. Virus specific
cytopathic effects were usually evident within 48 hours after transfection, at which time the
culture fluids containing virus were harvested. To determine which amino acid changes in the
virulent TRD virus genome were responsible for attenuation, recombinant TC-83 viruses with
specific TRD sequences were constructed. To construct recombinants TRD, virus-specific
cDNA regions were ligated into the VE\IC-92 TC-83 virus cDNA backbone or VE\IC-92 cDNA
modified by in vitro mutagenesis. Infectious virus RNA was prepared from each of the
recombinant clones and used to transfect BHK-21 cells. Recombinant VEE virus was recovered
from the transfected cells 24 hours post-infection.

The virulence of each recombinant virus was analyzed in outbred Swiss mice 21 to 24 days of
age. Mice were challenged intraperitoneally with 200 plaque forming units (PFU) of
recombinant virus and observed 24 days for signs of encephalitis and\or weight loss (Table 4).
Mice challenged with high doses of virulent TRD virus and recombinants VE\IC-102, VE\C-
103, VE\IC-109 and VE\IC-113 died of encephalitis within seven days following infection. The
average survival time (AST) for mice infected with recombinants VE\IC-102, VE\IC-103 and
VE\IC-109, however, was three days longer than for mice inoculated with VE\IC-113 or the
TRD control. Recombinants VE\TC-105, VE\IC-107 and VE\IC-111 produced fatal infections
in 37.5%, 62.5% and 75.0 % of mice, respectively. Animals inoculated with these
recombinants had an AST of ten days. VEE recombinants VE\IC-92, VE\IC-101, VE\IC-104,
VE\IC-108 and TC-83 were avirulent for weanling mice.

The virulence phenotypes of VEE recombinants VE\IC-109 and VE\IC-113 are similar in both
six-week and three-week-old mice (Table 5). The genome of recombinant VEVIC-113 is
equivalent to wild-type TRD virus except for a sequence ~rror in the TRD-sensc gene nsP3 (Fig.
4). Mung bean nuclease was used to remove the single-stranded 5’-overhang sequence from ‘he
cDNA template following restriction endonuclease digestion. Viruses obtained after mung bean
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nuclease treatment are designated "M" (Table 6). Results of these experiments ievealed that the
four extraneous 5'-end residues resulting from the Ml digestion did not attenuate virus derived
from clones VE\IC-109, VE\IC-109B, VEMIC-113 or VE\IC-113B. Survival of mice challenged
with the virus derived from the mung bean nuclease cDNA templates were the same as tl.ose of
the parent viruses. Intraperitoneal challenge of three week-old mice with 10 to 50 PFU of three
independently transcribed "IC-109" pVEMC genomes 109, 109B and 109BM or pVEE\C-113
c¢DNA clones 113, 113B and 113BM resulted in 100% mortality within seven days (Table 3).
Viruses VE\IC-102, VE\IC-103, VEMC-105, VEMC-107, VE\MIC-111 and VEMC-112 were
moderately lethal for three-week-old mice, but were less virulent for six-week-old mice (Tables
4 and 5).

Both VE\IC-109 and VE\IC-113 recombinants possess the TRD-sense 5'-noncoding region and
all of the virus ‘ tructural genes (Fig. 4). Recombinant virus IC-113 also contains the TRD-sense
n<P3 sequence. Presence of the TRD specific nonstructural nsP3 sequence of TRD virus did
not enhance the virulence of IC-113 relative to that of IC-109 (Tables 4 and 5). Recombinant
virus VE\C-110 containing only the TRD-sense nsP3 region of the virulent TRD virus is
avirulent for suckling mice. The combination of the TRD-sense nsP3 and 5'-noncoding regions
in recombinant virus VE\IC-112 resulted in intermediate virulence with an AST of 11 days for
three-week-old mice (Table 6) and a 12.5% mortality with 9-day AST in six-week-old mice
(Table 4). The combination of the TRD-sense nsP3 and structural gene regions in recombinant
VE\C-111, however, attenuated the virus relative to VE\IC-102 which contains only the TRD-
sense 26S mRNA regioa. The relative contribution of the conservative nsP3-260 Ser to Thr
mutation to virulence appears unclear at this time.

Virulence of attenuated virus VE\IC-92 was not directly affected by the insertion of the TRD-
sense 5'-noncoding region in construction of recombinant VE\IC-108 which remained avirulent.
Insertion of TRD virus structural genes alone, however, clearly enhance virulence. Fifty to one
hundred percent of three-week-old mice challenged intraperitoneally with VE\IC-102 died 9 to
10 days post-infection. The virulence of IC-102 is iniluenced by both the age of mice vsed and
the dose of virus used to challenge the animals (Tables 4 and 5).

Recombinants VE\IC-103, VE\IC-104, VE\IC-105 and VE\IC-107 were modified to define more
precisely the structural gene sequences involved in virus virulence. Virulence of recombinant
VF'1C-103, which contains the TRD E2 gene, and VE\IC-102, which contains both the TRD
El and E2 genes, is identical. The contribution of genes in the 26S subgenomic region to
virulence therefore resides in the E2 envelope glycoprotein. Construction of recombinants
VEMC-104, VE\C-10S, and VEMIC-107 facilitated identification of those loci in the E2 gene
that contribute to virulence. The amino-proximal amino acids (K and H) in the TRD E2
sequence do not contribute to virulence as recombinant VE\IC-104, which contains these two
amino acids, is avirulent. The carboxyl-pruximal T-V-T amino acid sequence does. however,
influence virulencz of the virus as recombinant VE\IC-105 is nearly as lethal as recombinants
VE\IC-102 and VE\IC-103 containing all of the TRD E2 gene. Recombinant VE\IC-105 killed
62.5% of the three-week-old mice challenged with the virus in approximately nine days (Table
4). Six week-old mice were challenged with recombinants VE\IC-102 and VE\IC-10S5 containing
the E2 T-V-T sequence and all of the TRD structural genes, respectively (Table 1). The
virulence of these two recombinants for three-week and six-week-old mice were identical (Tables
4 and 5). The E2 glycoprotein of TRD virus contains a Thre residue at position 102, which
appears to be a dominant but not unique component of the T-V-T triad conferring virulence to




10

the virus. Substitution of a single amino acid at position 102 in the E2 envelope protein of TC-
83 generating recombinant VE\IC-107 killed 37.5% of the three-week-old mice challenged
(Table 4). However, IC-107 is completely avirulent for six-week old mice (Table 4). 1t appears
that one or both of the other amino acids in the E2 glycoprotein T-V-T triad contributes to the
virulence of TRD virus.

To determine the contribution which the TRD 5’-noncoding region makes to virulence and the
synergism between this region and the TRD-specific E2 glycoprotein sequences, the TRD 5'-
specific noncoding regions were substituted for the cognate region of recombinant viruses
VE\IC-101, VEMC-103, VE\IC-104, VE\MC-105 and VE\IC-107. These reconstructions
produced constructs VE\IC-114, VE\IC-115, VE\IC-116, VE\IC-117 and VE\C-118 (Fig. 4).
Recombinant VEMIC-109 had previously been constructed as the cognate of VE\IC-102 (Fig.4).
The results of virulence testing of these viruses in three-week-old mice are shown in Table 5.
The TRD-specific 5'-noncoding region in VE\IC-115 (TRD-sense 5'-noncoding plus the TRD
E2 genes), VEMC-117 (TRD-sense 5'-noncoding plus the E2 glycoprotein amino acid triad T-V-
T) and VE\IC-118 (TRD-sense 5'-plus the E2 amino acid change at position 120 to Thr)
enhanced virulence relative to the recombinants which did not have the TRD S5'-noncoding
regions VEMC-103, VE\IC-105 and VE\IC-107, respectively. Recombinant VE\IC-104, which
contains the E2-amino-proximal K-H amino acid residues of TRD virus, was not synergistically
enhanced by the addition of TRD-specific 5’-noncoding region (VE\IC-116).

The weight of individual animals was determined following primary virus challenge to
determine if illness and weight loss could be correlated with virus virulence (Tables 4 and 5).
Only those mice which received 50 to 1,000 PFU of virulence or moderately virulent virus were
observed to lose weight or show signs of illness. All mice which survived primary challenge
with any of the recombinant VE\IC viruses developed protective antibody responses as shown
by survival following secondary challenge with VEE TD virus 23 to 33 days after primary
challenge (Tables 4 to 5). Those animals which survived primary challenge with recombinant
virus developed VEE virus specific antibody, as indicated by ELISA testing of pooled mouse
sera (Table 7). ELISA titers following secondary TRD virus challenge were similar to those
observed after primary VEMC virus challenge. The lack of boost in ELISA titer was interpreted
to indicate that the mice were immunized by the primary VE\MC virus challenge and that
neutralizing antibody had prevented replication of TRD virus following secondary challenge.

The results of peripheral virulence testing of VE\IC viruses in three-week-old mice are
summarized in Table 8. The VE\MC viruses are listed in descending order of virulence. The
structural gene contribution to virulence appears to be localized in the TRD E2 amino acid triad
T-V-T (E2 glycoprotein amino acid positions 120-192-296). All constructs containing this triad
are at least moderately virulent, as are recombinants with the TRD-specific 5'-noncoding region
and the nsP3 noncoding change. The TRD K-H (E2 amino acid positions 7-85) diad, on the
other hand does not appear to participate in determining virulence even in presence of the TRD
5'-noncoding region (VE\IC-116). E2 glycoprotein position 120 (T) appears to be an important
virulence moiety as this single TRD structural protein specificity, in conjunction with the TRD
5'-noncoding region (VE\IC-118), confers full or nearly ful' TRD like virulence to the virus.
However, the TRD E2-120 Thr specificity encodes only moderate virulence in the absence of
the TRD 5’-noncoding region (VE\IC-107), while the T-V-T triad (VE\IC-105) confers more
virulence to the virus phenotype. Recombinant VEMC-102, VE\IC-103 and VEMC-105 virus
challenges in mice resulted in similar AST. A combination of two, or perhaps all three, residues
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of the E2 glycoprotein T-V-T triad comprise the critical structural elements to determine VEE
virus virulence.

In summary, the molecular determinants of VEE TRD virulence are encoded in constellations
of genetic determinants dominated by the 5’-noncoding region and the T-V-T amino acid triad
in the E2 envelope glycoprotein. The TRD-specific E2 structural component(s) confers moderate
virulence in the absence of the 5’-noncoding TRD sequence specificity. The converse, however,
is not true. The TRD 5'-noncoding specificity alone (VE\IC-108) is avirulent. The mechanism
which confers virulence in vivo to VEE virus is probably dual in nature. Structural
determinant(s) may be involved in host cell tropism, interaction with the immune system, and\or
virus maturation. The TRD 5’-noncoding specificity may modulate virus replication and enhance
the virulence potential of any downstream TRD amino acid specificities. Differential levels of
virus-specific RNA synthesis during the early stages of TRD and TC-83 virus replication have
been previously reported (Mecham and Trent, 1983). Since the average survival time of mice
challenged with recombinants VE\IC-109 or VE\IC-113 are longer relative to that observed with
type viruses, it is possible that amino acid differences in nsP3 (position 260) or nsP2 (positions
16) may contribute to the virulence phenotype of the virus.

Recombinant VEAIC-101, identical to VEMC-102 except for the incorporation of a ¢cDNA
"artifact” at E2 position 209 (a Glu to Lys error in the TRD cDNA clone), has contributed to
our understanding of virulence. First, the location of the artifact further defines the E2
glycoprotein T-V-T triad region as a biologically important locus, as indicated by virulent
VE\MC-102 and completely avirulent VE\MIC-101. Secondly, VE\MIC-101, which may be
considered as an attenuated vaccine candidate virus, clearly demonstrates that the virulence-
potentiating effect of the 5'-noncoding region must be abrogated in development of a vaccine
candidate. Recombinant VE\IC-101 contains the attenuating mutation artifact which directly
affects virulence by changing biological functions of the E2 glycoprotein. Addition of the TRD
sense S'-noncoding region to virus VE\IC-101 created recombinant VE\IC-114, which was
virulent for 75% of three-week-old mice with an average survival time of 9 days (Table 5).

V.  COMPARISON OF THE NUCLEOTIDE AND DEDUCED AMINO ACID
SEQUENCES OF THE ENZOOTIC AND EPIZOOTIC VEE VIRUS
STRUCTURAL GENES

The 26S RNA regions of the genomic RNAs of VEE viruses 71-180 (VEE subtype-variant I-AB,
Texas, 1971), P676 (I-C, Venezuela, 1963), 3880 (I-D, Panama, 1961), Everglades Fe3-7¢
(EVE, 11, Florida, 1963), and Mena II (MENA, Panama, 1962) have been cloned and
sequenced. Sequences of the structural genes of these five viruses are summarized in schematic
form in Figure 5. The VEE TC-83 vaccine virus has been included for companson. All
nucleotide substitutions that occurred relative to the TRD virus sequence were confirmed by
sequence analysis of more than one cDNA clone and/or by primer extension sequencing of the
genomic RNA.

One of the most important results obtained by sequencing the structural genes of these VEE
viruses is the close genetic relationship of VEE virus 71-180 and TRD viruses, isolated in Texas
in 1971 and Trinidad in 1943, respectively. The nucleotide sequence of the 71-180 and TRD
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virus 26s mRNAs encoding the structural genes of these two viruses differ by only 19
nucleotides. This means that there are only ten more nucleotide differences between TRD and
71-180 than there are between TC-83 and TRD virus. Even more significant is the fact that 71-
180 and TRD virus structural proteins differ by only 4 amino acids -- two less than observed in
comparing the TC-83 and TRD viruses. For these reasons it is highly unlikely that the 71-180
isolate is a natural IAB VEE virus variant. It is more likely that 71-180 is a recent derivative
of TRD virus. Early VEE vaccines used throughout South and Central America consisted of
formaldehyde-inactivated virulent TRD virus. Presence of residual live virus in such
"inactivated" VEE virus vaccines has been previously documented. It is therefore highly
probable that the 1969-1971 VEE epidemic resulted from multiplication of residual live virus
in equines immunized with improperly inactivated TRD virus vaccine. Furthermore, other IAB
associated epidemics have likely originated in the same manner. Serology, oligonucleotide
fingerprint analysis, and tryptic peptide maps demonstrate that the IAB strain PTF-39, a 1969
isolate from Guatemala, is nearly identical in genome and structural phenotype to TRD virus.
In light of the data now available, it seems particularly significant that no VEE IAB
epizootic\endemic have occurred since the introduction of the live, attenuated TC-83 vaccine and
cessation in use of the formaldehyde-inactivated virus preparations. It seems correct to conclude
that VEE virus IAB epizootic\epidemics have resulted from introduction of live TRD virus into
the ecosystem and that the IAB subtype virus has not evolved from enzootic IC, ID or IE viruses
by mutation or genetic selection.

The sequence data describing the virus structural genes reflect the antigenic relationships
established among these viruses. EVE and MENA viruses, both enzootic virus strains not
associated with VEE epidemics, are distantly related to the epizootic I-AB and I-C viruses. In
particular, the 26S mRNA of MENA virus shares only 77.5% to 78.5% nucleotide sequence
identity and 88.6% to 90.4% amino acid sequence identity with the 26S RNAs of TRD, P676,
3880, and EVE viruses. Clearly, epizootic strains of VEE virus have not evolved by mutation
and selection from either of these two enzootic subtype viruses.

Most of the nucleotide substitutions in the structural gene coding sequence of 71-180, P676,
3880, EVE, and MENA 26S RNAs are silent. Ratios of nucleotide to resulting amino acid
substitutions in the translated region of the 26S mRNA were 4.0, 6.4, 9.3, 6.7, and 6.3,
respectively, relative to the TRD reference virus. The El envelope glycoprotein genes of P676
and 3880 viruses, in particular, contained a large number of silent changes. In the El protcin
of P676, 35 nucleotide substitutions resulted in a single amino acid substitution, while 62
nucleotide substitutions resulted in 3 amino acid changes in the E1 of 3880 virus. This high
degree of genetic variability, in association with minimally altered primary amino acid phenotype
in the E1 glycoprotein of VEE viruses and other alphaviruses, indicates that conservation of the
primary sequence, which determines the secondary and tertiary structure of the El-glycoprotein,
is critical to the structure of the protein spike and its role in the biology of the alphaviruses.

The E2-glycoprotein of VEE virus elicits both neutralization and hemagglutination-inhibition
antibodies and is iargely responsible for attachment of virus particles to the cellular plasma
membrane. The amino acid sequence of this protein is highly variable among the serologically
distinct alphaviruses. Although EVE and MENA VEE viruses contain a large number of amino
acid substitutions in the E2 protein relative to TRD virus, the E2 glycoprotein of 71-180, P676,
and 3880 viruses contained only 2, 7, and 8 amino acid substitutions in the ectodomain portion
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of the protein. Thus, the protein sequence phenotype of E2, and entire 26S polyprotein
precursor, of 3880 virus and the epizootic strains TRD and 71-180 are very similar.

Shared amino acid differences relative to the reference TRD virus are shown in Fig. 5. All
amino acid positions that were identical in at least two of the non-reference virus sequences are
shown. P676 and 3880 amino acid residues ast positions C-76+ 100, E2-57, and E1-9+103+
11241424347 were identical to the VEE 1AB residues at the corresponding positions, while
those at C-62 and E2-75+ 147 were identical to the cognate residues of EVE and MENA. P676
residues E2-192+320 and E1-14 were identical to IAB, while the cognate residues of 3880 virus
were identical to EVE and MENA. P676 and 3880 residue E2-214 was identical to MENA.
The E2 transmembrane domains of both P676 and 388 viruses were more similar to those of
EVE and MENA than to those of IAB viruses. EVE and MENA viruses where identical in 18
of the 23 amino acid positions shown in Fig. 5. Thus, the epizootic strain P676 and enzootic
3880 viruses show complex relationships with subtype VEE IAB enzootic strains and enzootic
I and IE strains. To evaluate the biological significance of specific nucleotide and amino acid
differences in the ID virus 3880, the structural region of the virus could be cloned into the
VE\IC full-length TC-83 clone and mutated to alter amino acids E2-75, 147, 192, 214 and E1-14
to determine the effect(s) of these amino acid changes on the biology of ID virus.

An Asn-to-Tyr mutation in the E2 protein of EVE virus resulted in the loss of the potential
glycosylation site at amino acid position TRD E2-291 (Table 1). Amino acid substitutions in
the E2 envelope glycoproteins of P676, 3880, and MENA viruses have resulted in the loss of
the TRD E2-212 glycosylation site. Although 3880, EVE, and MENA virus E2 proteins
contained an amino acid substitution at the TRD E2-318 glycosylation site, the substitution was
in all three cases a conservative Thr-to-Ser substitution that preserved the Asn-linked
glycosylation site (Asn-X-Ser or Thr, where X = any amino acid).

The amino acid sequence of the capsid protein region comprising amino acids 51 to 117 is highly
variable (Fig. 3). The hydrophilic, Pro-Lys-Arg-GlIn-Gly rich region is thought to be intimately
associated with the genomic RNA in the mature nucleocapsid. Similarly, conservative amino
acid substitutions that preserve the general domain character are readily permitted in the
transmembrane and cytosol domains of the E2 envelope glycoprotein (Fig. 1).

V. EXPRESSION OF VEE VIRUS STRUCTURAL GENES BY RECOMBINANT
VACCINIA VIRUS

Three vaccinia\VEE recombinant viruses have been constructed: VAAC\TC-5A, expressing the
structural genes of TC-83, and two vaccinia TRD recombinant viruses, VACC\TRD-1A and
VACC\TRD-20A, both expressing the structural genes of TRD virus. To confirm insertion of
VEE cDNA into the vaccinia thymidine kinase gene, DNA purified from wild-type or
recombinant vaccinia virus was digested with HIND III for southern blot hybridization. The 5
kb Hind III J fragment of vaccinia virus was not present in the recombinant virus DNA;
however, a new band of about 9 kb was present in the gel pattern. This new fragment is of the
predicted size and mobility of the HIND III J fragment containing the VEE cDNA fragment plus
the 7.5 K promoter from the chimeric plasmid.
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Immunoblotting of VACC\TC-5A, VACC\TRD-1A and VACC\TRD-20A virus infected cells
lysate clearly showed polypeptide bands which comigrate with the VEE virus capsid protein.
Lysate of cells infected with the three recombinant viruses also contained polypeptides that
comigrated with the E1 and E2 envelope glycoproteins. From these experiments it was
concluded that the structural proteins of VEE virus were synthesized and processed in cells
infected with the recombinant viruses.

Expression of VEE proteins in recombinant virus-infected cells was also demonstrated by
florescent antibody (FA) analysis. VEE virus antigens were detected in acetone-fixed VEE TC-
83 or recombinant VACC\TC-5A virus infected cells. The level of VEE structural proteins
expression in the recombinant virus-infected cells was usually lower than in cells infected with
VEE virus.

Surface expression of VEE virus antigens demonstrated by FA analysis of unfixed cells was also
lower in recombinant infected cells than on the surface of cells infected with wild type VEE
virus.

Antiserum prepared against vaccinia virus showed positive FA only with vaccinia and
VACC\VEE virus-infected cells. Polyvalent anti-TC-83 virus ascitic fluid reacted with cells
infected with VEE virus or VACC\VEE recombinant viruses (Table 9). The reactivity of
monoclonal antibodies with different E1 and E2 epitope reactivities was investigated.
Monoclonal E2 antibodies generally reacted similarly with cells infected with VEE or
VACC\VEE virus (Table 9). In particular, the TC-83 specific antibody SB4D-6 (epitope E2a)
reacted more strongly with recombinant VACC\TC-5A infected cells than with VACC\TRD-1A
infected cells. Monoclonal antibodies 1A4A-1 (E2c), 1A4D-1 (E2f) and 1A3A-9 (E2g) showed
positive FA reactivities with cells infected with both VEE virus and the recombinants.
Monoclonal antibody IA3A-5 (E2e) reacted poorly with recombinant virus infected cells.
Antibody 1A6C-3 (E2d), which reacted poorly with cells expressing TC-83, TRD or VAC\TRD-
1A virus antigens, failed to react with VACC\TC-5A infected cells. The A3B-7 (E2h) antibody
failed to react with VACC\TRD-1A recombinant-infected cells, while reacting strongly with cells
infected with VACC\SA, TC-83 or TRD virus,.

Of the four E1 glycoprotein epitopes identified on VEE virus, only E1b and Eld epitopes were
detected in recombinant virus-infected cells (Table 9). Although the Ela and Elc epitopes were
detected in VEE TC-83 and TRD virus-infected, acetone-fixed cells, these epitopes were not
evident by FA in recombinant VACC\TC-5A or VACC\TRD-1A infected cells.

V. MURINE HUMORAL AND CELL MEDIATED IMMUNE RESPONSES TO
IMMUNIZATION WITH RECOMBINANT VACCINIA\VEE VIRUS

A. Humoral responses to vaccination.

Responses of AJ mice to immunization with recombinant VACC\TC-5A virus are shown
in Table 10. Mice were immunized i.p. with 10* or i.d. with 108 PFU of VACC virus
or 10° to 107 recombinant vaccinia virus VACC\TC-5A. Animals were bled 3 weeks
later to determine prechallenge antibody titers and again two weeks after virulent TRD




15

virus challenge. Only those mice receiving TC-83 or VACC\TC-5A virus vaccine were
protected from virulent TRD virus challenge. Mice which received 10° or 107 PFU of
VACC\TC-5A virus developed similar levels of prechallenge HI or ELISA antibody.
Animals which were given 10° PFU of VACC\TC-5A, however, developed no
measurable or reduced HI or ELISA antibody. Reliable immunity to VEE virus was
obtained only in those animals given a VACC\TC-5A dose of 1-7 PFU. Animals given
the TC-83 attenuated virus developed antibody titers which were much higher than those
observed in animals given the recombinant virus. Although post-challenge VEE virus
viremias were not determined, post-challenge antibody titers showed a dose-related boost
in the VACC\TC-5A immunized animals that was much grater than that shown in the
TC-83 mouse (Table 10). This suggested that a lower level of immunity in recombinant-
immunized mice probably was less effective in inhibiting replication of the challenge
virus.

Prechallenge PRNT antibody titers in individual animals receiving various doses of
recombinant vaccine showed a dose-related response (Table 11). In all cased, the
response to the vaccinia recombinant was lower in animals which received the TC-83
vaccine. Three mice immunized with the TC-5A recombinant did not develop PRNT
antibody and did not survive virus challenge.

AJ, mice immunized with 107 PFU of VACC\TC-5A virus, were bled at 18, 33 and 86
days post-immunization to cdetermine the duration of VEE virus immunity {(Table 12).
Neutralizing antibody titers elicited by the VACC\TC-5A vaccine were stable for at
least 3 months.

PRNT antibody titers were determined for both Swiss NIH and C3H mice which
received 1028 PFU of VACC\TC-5A virus by the i.d. route. The recombinant
VACC\TC-5A vaccine elicited a weaker immune response in outbred Swiss NIH mice
than in the inbred C3H or AJ mice.

B. Cross-protection afforded mice immunized with the recombinant TC-SA virus.

High-titered mouse anti-TC-83 or anti-VACC\TC-5A sera were pooled and tested for
their ability to neutralize viruses representing different antigenic subtypes of VEE virus
(Table 13). The PRNT cross reactivities of anti-TC-83 and anti-VACC\TC-5A were
similar. Both sera neutralized epizootic VEE viruses IAB and IC efficiently. Subtype
ID, IE and type II viruses were neutralized only at high antibody concentration. Anti-
VACC\TC-5A serum PRNT titers were lower than those of the anti-TC-83 serum.
Neither TC-83 nor VACC\TC-5A antiserum neutralized VEE subtype IV or western
equine encephalitis virus.

In vitro neutralization test information indicated that the recombinant VACC\TC-5A
vaccine should protect mice from challenge with subtype IA-D viruses (Table 13). To
evaluate this, C3H and NIH Swiss mice were immunized with TC-83 or the vaccinia
recombinant VAAC\TC-5A and challenged with TRD virus (Table 14). Both TC-83 and
VACC\TC-5A vaccines induced protection in mice from lethal infection with IAB, IC
and ID viruses. Although protection of Swiss NIH mice against infection with subtype
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II virus challenge was ambiguous, the C3H mice were clearly protected by both vaccines
from challenge with subtype II virus. High doses of TRD and subtype IC viruses caused
three fatalities in recombinant immunized mice, but none in the TC-83 immunized Swiss
mice (Table 14).

To determine the level of protection afforded by immunization with recombinant vaccinia
virus to aerosol challenge with TRD virus, mice were immunized with VACC\TC-5A
virus and challenged with virulent TRD virus. The VACC\TC-5A recombinant
effectiveiy protected mice against peripheral infection but not intranasal challenge with
TRD virus. However, the TC-83 vaccine protected mice from TRD virus challenge
when given by either route (Table 15). Five of twenty TC-83 immunized C3H mice
succumbed to intranasal TRD virus challenge. The six VACC\TC-5A recombinant
immunized mice which survived intranasal challenge became ill after challenge, but
showed no signs of paralysis. The six AJ survivors recovered slowly and were not
normal even after three weeks post-challenge.

C. Murine helper T-cell responses to VEE vaccine candidates.

Studies of cell-mediated immunity to alphaviruses have defined the limits of genetic
restriction for cytotoxic T lymphocytes (CTLs) within the murine major histo-
compatibility complex (HMC) (Mullbacher and Blanden, 1978), recognized the cross-
reactive nature of the alphavirus CTL (Mullbacher et al., 1979; Wolcott ¢t al., 1982)
and found that protection of mice from virulent virus after adoptive transfer of immune
spenocytes is T-cell dependent (Rabinowitz and Adler, 1973; Peck ¢t al., 1975).
Indirect evidence for the importance of T-helper (Th) cells in the immune response to
alphaviruses was reported by Burns ¢t al. (1975). In this study, Sindbis (SIN) virus
elicited only a transient T-cell-independent IgM response in nude mice; however, only
T-cell-competent, normal litter mates produced IgG and mounted a secondary immune
response.

Lymphocyte transformation assays with SIN and VEE virus indicate that T-cells are
necessary to induce antigen-specific proliferation (Adler and Rabinowitz, 1973; Griffin
and Johnson, 1973; Marker and Ascher, 1976). A virus-specific proliferative response
was noted in limited studies with Getah, Ross River, and SIN viruses (Asakov et al.,
1983). We have investigated the antigen-elicited T-cell proliferation by virus-primed T
lymphocytes incubated in_vitro in the presence of syngeneic stimulator cells previously
exposed to virus. Our results indicate that after inoculation of mice with VEE virus, T-
cells of the Th cell phenotype which secrete interleukin-2 (IL-2) are generated against
the dominant epitopes that represent virus-specific amino acid sequences and provide
help to virus-specific B cell epitopes.

Antigen processing cells (APC) were infected with various concentrations of VEE TC-83
virus to determine the optimal amount of antigen required to induce maximum virus-
specific lymphoproliferation. Maximum stimulation of VEE TC-83 virus-primed T cells
occurred between 5 and 50 micrograms of virus for ten million splenocytes. Nylon wool
(NW) enriched T cells from virus-primed mice proliferated in the presence of
phytohemagglutinin to levels comparable to optimal induction levels by purified virus.
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Virus stimulated the proliferation of T cells in the absence of irradiated APC, at reduced
levels, indicating that NW chromatography did not remove important APC.

To determine the phenotypes of T cells involved in proliferation, NW enriched T cells
from VEE TC-83 or SIN virus-primed mice were treated with T cell marker antisera
plus complement (Table 16). Only complement control or cells treated with anti-Lyt-2.1
antibodies proliferated in response to VEE or SIN virus stimulation. Similar results
were obtained when measuring the proliferative response of cells to VEE virus after a
culture period of 5 days. Depletion procedures indicated the cell populations involved
in proliferation were of the Th cell phenotypes THy-1(+), Lyt 1(+), 2(-), and L3T4(+).
Flow immunocytometry confirmed that most of the Thy-1 positive cells were of the
L3T4 phenotype (Table 17).

Specificity of the cellular and humoral response to VEE virus was evaluated at various
times post-infection using VEE, western equine encephalitis (WEE), and eastern equine
encephalitis viruses (EEE) (Fig. 6). Lymphoproliferative assays were done to evaluate
mice primed to any one virus. For VEE virus-primed cells, the antigen stimulated
proliferative response was specific for VEE virus. The maximum response occurred at
day 14, along with a cross-reactive response to EEE virus. At day 54 post-
immunization, there was a good memory response to the VEE virus, but the EEE
response of the cells had disappeared. Th cells in the assay did not respond to WEE
virus throughout the entire period of observation. The response of Th cells from EEE
and WEE immunized mice was virus-specific (Fig. 6).

When sera from all mice used in the proliferation studies were examined by ELISA, the
results paralleled those seen in the proliferation assays. There was a significant
homologous antibody response to all viruses used for immunization with a low level
cross reactivity seen between EEE and VEE viruses. The WEE virus B cell response
was virus-specific, and antibodies in mice immunized with EEE or VEE virus did not
cross react with WEE virus.

To analyze further the blastogenic response among more closely related aplhaviruses,
VEE subtype viruses were used to stimulate VEE TC-83 virus-primed cells (Table 18).
The magnitude of the Th cell response correlated well with the B cell antigenic
relatedness except for Everglades virus (subtype II). However, Everglades virus is
neutralized well by antisera prepared to the purified E2 glycoproteins of TC-83 (IA) and
PTF-39 (IB) viruses (Kinney et. al., 1983).

Elevated levels of IL-2 were used as an indication of antigenic stimulation of Th cells
(Table 4). Supernatants from proliferation assays were harvested 72 hours after
antigenic stimulation and assayed for IL-2 activity with CTLL-2 cells. Levels of IL-2
were elevated only when virus-primed T cells were stimulated with homologous virus.
In general, there was a direct correlation between a positive lymphoblastogenic response
and elevated levels of 1L-2.
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VII. PRIMATE HUMORAL RESPONSES TO IMMUNIZATION WITH VEE VIRUS
CANDIDATE VACCINES

Two experimental vaccine trials in primates have been completed. Animals in the first group
were inoculated intradermally with 10° PFU of recombinant VACC\TC-5A virus. Control
animals were immunized with TC-83 or C-84 VEE vaccines or vaccinia virus. Immunized
animals were monitored for antibody production and peripherally challenged with 10° PFU of
virulent subtype VEE virus 71-180. Animals in the second group were similarly immunized,
but challenged intranasally with 103 PFU of 71-180 virus. Four of the six animals immunized
with TC-5A vaccine developed neutralizing antibody titers. When these animals were challenged
with virus, 1 of 3 peripherally challenged animals demonstrated a low-level transient viremia,
while 1 of 3 intranasally challenged animals developed a significant viremia. Viremia titers
correlated with the lack of neutralizing antibody following VACC\TC-5A immunization.
Leukopenia was observed only in the intranasally challenged viremic animals.

All animals immunized with control vaccines (TC-83 and C-84) developed neutralizing
antibodies. One C-84 immunized animal developed significant leukopenia and viremia
following intranasal challenge. All TC-83 immunized animals were solidly protected. All TC-
5A and vaccinia immunized controls developed vaccinia neutralizing antibodies. All vaccinia
immunized and non-immunized control animals developed significant viremia and leukopenia
following VEE virus challenge.

Because VEE virus challenge by the subcutaneous and intranasal routes is non-lethal, post-
challenge antibodies were monitored. Four of 6 VACC\TC-5A immunized animals demonstrated
an anamnestic response to VEE virus following virus challenge. Two of the animals had stable
antibody titers. Three of the six C-84 immunized animals demonstrated an anamnestic response.
The anamnestic responses could be due to low levels of virus replication following challenge;
however, there was no correlation between low-level pre-challenge neutralization antibody titers
and subsequent secondary antibody response. None of the TC-83 immunized animals
demonstrated an anamnestic response to VEE virus challenge. The lack of a secondary antibody
response in TC-83 immunized animals was probably due to limited virus replication following
challenge.

In an attempt to identify neural invasion in intranasally challenge animals, we have analyzed the
IgM and IgG antibody levels in cerebrospinal fluid. VEE virus-specific IgM antibody could be
detected only in the vaccinia immunized control animals following virulent virus challenge. IgM
antibody was detected in the cerebrospinal fluids of 2 of the three 3 TC-5A vaccinated animals
and 1 of 3 animals immunized with C-84 vaccine. IgM and IgG class antibodies to VEE virus
were present in all animals immunized with TC-83, C-84 or the VACC\TC-5A vaccines.
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THE IMMUNE RESPONSE OF EQUINES TO IMMUNIZATION WITH TC-83
AND RECOMBINANT VACCINIA\VEE TC-5A VIRUSES

A. Humoral responses to immunization and virus challenge.

A time line showing the immunization and challenge schedule for equines immunized
with TC-83, wild-type vaccinia, and the vaccinia recombinant TC-5A are shown in
Figure 7. All horses were initially immunized on December 21, 1988. Four horses
were reimmunized with TC-5SA on March 22, 1989, 91 days after the initial
immunization. All animals were challenge with virulent VEE virus strain 71-180 on
April 12, 1989, 112 days after the initial immunization.

The immune response of horses to immunization with TC-83 and recombinant vaccinia
virus TC-5A prior to virulent virus challenge has been analyzed in detail. Horses were
immunized with 1 X 108 plaque forming units (PFU) of wild-type or recombinant
vaccinia viruses by intradermal route. All animals given TC-83 or recombinant TC-5A
developed neutralizing and ELISA reactive antibodies after the primary immunization
(Table 19). Serum from both horses (animals No. 70 and 182) which received TC-83
vaccine had very high ELISA titers and neutralization titers of 64. The four horses
immunized with TC-5A (No. 14,77,134, and 160) developed low ELISA antibody titers
and neutralization titers of 8 to 16. Neutralizing antibody titers of sera from these same
horses to the virulent VEE virus 71-180 and vaccinia virus were determined (Table 20).
Sera from the TC-83 immunized horses immunized VEE virus 71-180 at a lower titer
than TC-83 virus (Table 5) and did not neutralize vaccinia virus. Antibodies in sera
from the two horses immunized with vaccinia virus (No. 84 and 86) neutralized only
vaccinia virus. Vaccinia antibody neutralization titers of sera from the TC-S5A
immunized horses ranged from 64 to > 128; however, the sera did not neutralize the
equine virulent VEE virus. Following secondary immunization with TC-5A, all horses
developed significantly higher ELISA and neutralization antibody titers, indicating that
the primary immunization had sensitized the animals to VEE virus antigen (Tables 20
and 21).

Kinetics of the equine immune response following immunization was analyzed,
revealing that the two TC-83 immunized animals had VEE reactive antibodies seven
days after immunization. Antibodies to vaccinia virus were first detected in sera from
animals immunized with wild-type vaccinia or TC-5A viruses on day seven (data not
shown). Seven days following secondary immunization with TC-5A recombinant virus,
antibodies to VEE were demoiistrated in all animals. By day 14, ELISA titers had
reached levels of 6,000.

The cross-reactivity of antibodies in sera of horses immunized with VEE-TC-83 and TC-
SA with other subtype VEE viruses, WEE, and EEE viruses is shown in Table 21.
Horse 70, immunized with TC-83 virus, was negative to all alphavirus antigens prior to
immunization; however, horse 182 was positive to both WEE and EEE viruses by
ELISA. This animal had tested negative to VEE, WEE, and EEE by serum dilution
neutralization prior to TC-83 immunization. After TC-83 immunization, serum from
horse 182 reacted by ELISA with VEE subtype viruses I to IV. Animal 70, initially
negative to all alphaviruses tested, reacted with all of the subtype VEE viruses tested and
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EEE virus. The four horses immunized with recombinant virus TC-5A were negative
prior to immunization and following immunization were positive to all subtype VEE
virus antigens tested. Thus, the cross-reactivity of ELISA antibodies following
immunization with the recombinant antigen and TC-83 were similar. Horse No. 134,
whose sera was positive by ELISA to WEE prior to immunization with TC-5A,
devcloped antibodies to EEE virus after immunization.

The horses were challenged with 10,000 plaque forming units of virulent VEE 71-180
virus and observed 21 days. Antibody titers to VEE virus after challenge remained
stable in the TC-83 immunized animals. This indicated TC-83 immunization provided
solid immunity to virus challenge and that insufficient antigen was produced following
challenge to stimulate the immune response. The antibody titers in horses immunized
with TC-5A showed modest increases following challenge. The two horses which
received wild-type vaccinia virus (No.84 and 86) developed ELISA reactive antibodies
by the sixth day following challenge; however, their sera did not neutralize VEE virus.
When kinetics of the antibody response to VEE were examined in detail, it was
determined that the ELISA antibody titers from the TC-83 and TC-SA animals were
stable over the 21-day period following virulent virus challenge.

B. Cell mediated responses to immunization and virus challenge.

Equire bloods were collected in heparin, and the peripheral blood mononuclear cells
(PBMC) were separated over ficoll-paque. Blastogenic assays were set up with 2.5 X
108 cells. Purified virus at a concentration of 1 microgram per well was used to
stimulate lymphocytes. Assays were incubated at 37°C in 5% C0, and pulsed with 3H-
thymidine and harvested at different time intervals over a three- to five-day period.

Representative proliferative response results for all of the horses in this study with
homologous and heterologous alphaviruses are shown in Table 22. The CPM data have
been converted to stimulation indices for comparative purposes. PBMC from VEE\TC-
83 virus immunized horses were positive after the primary immunization. Two of the
four vaccinia recombinant TC-5A immunized horses (No. 77 and 134) were positive
after a single inoculation of virus. After secondary immunization with TC-5A, horse
number 14 became positive; however, horse 160 did not convert until challenge with
virulent virus. Both of the vaccinia control horses showed a positive proliferative
response on day six following virus challenge. Proliferation results with VEE virus 71-
180 correlated with the TC-83 virus stimulation data confirmed a close antigenic
relationship between the two viruses. The heterologous responses to WEE virus may
indicate that either cross-reactive Th-cell epitopes are involved, or that the horses had
been exposed to WEE virus or WEE virus vaccine some time prior to their
immunization with VEE virus antigens.




IX.

21

CHALLENGE OF EQUINES IMMUNIZED WITH RECOMBINANT VEE\VAC,
VEE-TC-83, AND WILD-VACCINIA VIRUS WITH EQUINE VIRULENT VEE\71-
180

A. Clinical and pathological responses,

The two mares immunized with wild-type vaccinia virus and challenged with VEE 71-
180 virus became depressed and anorectic beginning approximately 30 hours after
challenge. Except for a brief period of appetency and heightened awareness on day
three, the mares became progressively depressed, reluctant to move and ataxic. Six days
following challenge, these animals were standing, but severely somnolent and minimally
responsive and were euthanized. These clinical symptoms and signs of disease reflected
changes in body temperature, hematologic parameters, and development of a viremia
(Fig. 24). Both mares underwent a biphasic increase in body temperature that peaked
in the evenings of days 1 and 4, and both mares were viremic on days 1 through 3
following inoculation of challenge virus. During the period following virus challenge,
both vaccinia-immunized mares had significant decreases in total numbers of blood
leukocytes, erythrocytes and platelets. The only abnormalities observed in serum
chemistries were terminal elevations in glucose and aminotransferase, particularly
evident in one mare.

Gross lesions were not observed in tissues of the two vaccinia-immunized mares after
VEE virus challenge (Table 24). Histologically, each displayed severe, nonsuppurative
meningoencephalitis characteristics of infection with VEE virus. Brains of both animals
had widespread lymphocytic perivascular cuffs, hyperemia and focal hemorrhage,
endothelial cell swelling, areas of focal and diffuse gliosis (some with central necrosis),
and mild lymphoid meningitis. Significant lesions were not observed in liver, kidney,
pancreas or spleen. Lymph nodes displayed varying degrees of lymphoid hyperplasia,
and the bone marrow in both animals was moderately to markedly cellular, without
evidence of necrosis.

In contrast to the vaccinia-immunized control animals, none of the four mares
immunized with VACC\TC-5A nor the two mares immunized with TC-83 virus vaccine
displayed any signs of disease during the three weeks following challenge, with the
exception of a slight elevation in body temperature on day four in two of the VACC/TC-
5A immunized mares. VEE virus was not isolated from these animals at any time
following challenge, and aside from sporadic fluctuations in a few hematologic
parameters, none of them displayed abnormal hematologic or serum chemical
abnormalities during the entire challenge period. Tissues collected at necropsy (21-23
days after challenge) revealed focal areas of mild perivascular and\or meningeal
lymphoid infiltration in the brain of each horse. In the liver, mild portal lymphoid cell
infiltrates were noted in all but one horse. Lesions attributable to VEE virus infection
were not observed in the pancreas, kidney, spleen or bone marrow. A variable degree
of lymphoid hyperplasia was observed in lymph nodes from each of these animals,
consistent with recent antigenic stimulation.
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ANTIGENIC ANALYSIS OF THE VEE VIRUS E1 AND E2 GLYCOPROTEINS

A. Definition of the VEE virus neutralization domain.

Stable neutralization escape variants of VEE virus have been selected with anti-E
glycoprotein monoclonal antibodies (Mabs) that neutralize viral infectivity, block viral
hemagglutination, and passively protect mice (Johnson et al, 1990). N:. leotide sequence
analysis of the E1, E2 and E3 genes of four variants revealed a clustering of single
nucleotide muiations in a domain of E2 spanning amino acids 182 to 207. The
conformation of this short linear sequence affects antigenicity of the neutralization
domain as reduction and alkylation of the virus disrupts binding of some E2 neutralizing
MADs. Serologic evidence for the interaction of ncutralizing Mabs which define E2
epitopes using peptides from regions of the E2 protein has been obtained. Mutations in
the neutralization domain of VEE virus did not alter the kinetics of binding to Vero
cells. However, some of the neutralization escape variants were less virulent for mice
than the parent TC-83 virus.

B. Antigenic mapping of VEE virus constructs with MAbs.

The antigenic structure of the virus derived from the pVE/IC-92 derived infectious clone
viruses and viruses derived by Dr. Robert Johnston have been analyzed. Viruses grown
in either Vero or CV-1 cells were tested for reactivity with a pertinent set of MAbs by
indirect immunofluorescence. All MADb reactivities with the recombinant viruses were
as predicted. Of interest was the ability to place the E2? epitope within the first 120
amino acids of the E2.

The Johnston variant at amino acid RJ 209 lost reactivity with the VEE virus complex
reactive MAb 1A3B-7 (E2"). This was not unexpected because a neutralization escape
variant to this MAb had an amino acid substitution at E2 residue 207.

C. Identification of type-specific epitopes.

We have previously identified a unique epitope (E2*) on the E2 surface glycoprotein of
TC-83 virus using monoclonal antibodies. Unfortunately, we were urnable to identify
a reciprocal antibody reagent capable of unambiguously identifying the wald-type TRD
virus parent. A subsequent study identified a MAb capable of differentiating epizootic
subtype viruses (1AB and 1C) from enzootic subtype viruses (1D, 1E and 1F). In our
studies with synthetic peptides derived from the deduced amino acid sequences of the
envelope proteins (E1 and E2), we observed that peptides derived from the amino
terminal 25 amino acids of TC-83 and TRD viruses (VE2pep01) were able to elicit virus
specific responses in peptide immunized BALB/c mice. Upon subsequent sequencing
of the E2 amino-terminus, it was observed that the TRD sequence was retained for
subtype 1C, 1D and 1E virvws. This predicted that the TRD E2 amino-terminal
antipeptide might react with all naturally occuiring VEE viruses. This was indeed the
case. We were able to isolate a monoclonal antipeptide antibody capable of
differentiating all naturally occurring prototype VEE viruses from the 1'C-83 VEE virus
vaccine derivative. The synthetic peptide antigen used in preparing this MAb
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corresponded to the amino terminal 19 amino acids of the deduced sequence of the TRD
virus E2 glycoprotein. The sequence of this peptide is STEELFKEYKLTRPMARC.
The sequence of the same region on TC-83 virus differs only at residue number 7 (K-
> N substitution). The MAb, 1A2B-10, secreted by this hybridoma did not neutralize
virus infectivity, block viral hemagglutination, or fix complement (data not shown). The
MAD subclass was determined to be IgG1 in an isotyping ELISA. The specificity of this
reagent is shown in Tables 8 and 9. These results indicated that MAb 1A2B-10 was not
only reactive with TRD virus, but it also reacted with prototype VEE viruses
representing all other naturally occurring subtypes and varieties. A similar analysis
using IFA on virus infected Vero cells also demonstrated TRD virus specificity of MAb
1A2B-10. The use of a synthetic peptide derived from a region on the E2 of TRD virus
known to differ in sequence from the TC-83 vaccine derivative has enabled us to derive
a wild-type VEE virus reactive MAb. This MAb, when used in conjunction with the
previously characterized TC-83 specific MAb, SB4D-6, should pe: mit rapid ELISA or
IFA differentiation of VEE vaccine from wild-type strains for the first time.

D. Reactivity of anti-clone sera with diagnostic VEE peptides.

To test the specificity hypothesis of the E2 amino terminus, sera from animals
challenged with the recombinant viruses were tested in ELISA with these peptides to
determine their reactivity profiles. These results indicated that animals immunized with
clones containing the TRD E2 amino terminal sequences (pVE/IC-102, 103 and 104)
reacted specifically (> 4-fold titer differenc:) with the TRD peptide. Those animals
challenged with clones containing the TC-83 E2 amino terminal sequences produced
cross-reactive antibody and are consistent with previous observations. This approach
may assist in modifying vaccine candidate viruses to contain marker sequences that can
readily differentiate wild-type VEE infection from immunization with infectious clone
derived virus vaccine.
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Table 1. Nucleotide and amino acid sequence differences between
VEE TRD and TC-83 viruses.
Position Nucleotide Amino Acid
Nucleotide Amino Acid TRD TC-83 TRD TC-83
3 5'-Noncoding g a
1696 nsP2 - 16 C A Ala Asp
4809 nsP3 - 260 U A Ser Thr
8584 E2 - 7 G U Lys Asn
8816 E2 - 8§ C U His Tyr
8922 E2 - 120 C G Thr Arg
9138 E2 - 192 U A Val Asp
9397 E2 - 278 U C Phe Phe
9450 E2 - 296 C U Thr Ile
10481 El - 161 U A Leu Ile
10633 El - 211 A 8] Ser Ser
11409 3’'-Noncoding u -




Table 2. Antigenic maps of the infectious clone derived viruses.

Virus E2* E2* E2f E2 E2» E2 EI* EI® EU Control
TC-83 + + + + + - + + + -
TRD - + + + + + + + + -
RK-92 + + + + + - + + + -
-102 - + + + + + + + + -
-103 - + + + + + + + + -
-104 - + + + + + + + + -
-105 + + + + + - + + + -
-107 + + + + + - + + + -
-108 + + + + + - + + + -
-109 - + + + + + + + + -
-110 + + + + + - + + + -
-111 - + + + + + + + + -
-112 + + + + + - + + + -
-113 - + + + + + + + + -
RJ-76 - + + + + n.d. + + + -
-120 - + + + + n.d. + + + -
-209 - + + + - n.d. + + + -
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Table 3. Plaque size phenotype of cDNA-derived viruses.
[TC- n ficity ~
S'NC nsP3 E2 El
2 1 1 2 1
Plaque™ ~ 6 8 2 9 9 6
Virus iz E. 3 0 7 3 9 2 6 1
TRD 3.8 (1.0 g S K H T VvV T L
TC-83 2.2 (0.2) a T N Y R D I I
VE/IC-92 2.1  (0.3) o o o L o . . .
VE/IC-101* 1.5 (0.3) J . K H T V T L
VE/IC-102 4.2 (0.8) o o K H T V T L
VE/IC-103 42 (1.0) . . K H T \% T o
VE/IC-104 3.1 (0.5 o . K H ° . ° .
VE/IC-105 3.0 (0.7 J o . e T V T J
VE/IC-107 4.3 (0.8) o o . e T o o |
VE/IC-108 3.0 (0.7 g o o * o o o |
VE/IC-109 5.3 (0.5) g . K H T V T L
VE/IC-110 2.0 {(0.9) o S o o . o o J
VE/IC-111 3.7 (0.7) o S K H T V T L
VE/IC-112 26 (0.5 g S o . o o o o
VE/IC-113 4.4 (0.6) g S K H T V T L
~ = Dot indicates TC-83 amino acid or nucleotide
Upper case = amino acid
Lower case = nucleotide
~ ~ = Average diameter (mm) of 10 plaques in Vero cells
s = VE/IC-101 is identical to VE/IC-102 except for the incorporation of a cDNA

"error” at amino acid position E2-209 in VE/IC-101
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Table 4. Survival of 6-week-old white male Swiss NIH mice following PRIMARY
intraperitoneal challenge with 200 PFU of VEE TRD, VEE TC-83, or cDNA-
derived VE/IC virus and SECONDARY intraperitoneal challenge 23 days post-
PRIMARY challenge with 40 PFU of VEE TRD virus.

Virus

BA-1°
TC-83
TRD

VE/IC- 92
VE/IC-101
VE/IC-102
VE/IC-103
VE/IC-104
VE/IC-105
VE/IC-107
VE/IC-108
VE/IC-109
VE/IC-110
VE/IC-111
VE/IC-112
VE/IC-113

PRIMARY
Survivors/

Total

8/8
8/8
0/8

8/8
8/8
578
71/8
8/8
5/8
8/8
8/8
0/38
8/8
8/8
7/8
0/8

AST (SE)?

C

6.0 (0.0

14.7 (1.9)
16.0 (0.0)

13.3 (1.9)

6.0 (0.0)

9.0 (0.0)
6.6 (0.2)

Weight

Loss/
Total

0/8
0/8
8/8

0/8
0/8
5/8
1/8
0/8
3/8
0/%
0/8
8/8
0/8
1/8
1/8
8/8

SECONDARY
Survivors/
Total

0/8
8/8

8/8
8/8
5/5
7/7
8/8
5/5
8/8
8§/8
8/8
8/8
717

fa]  Average survival time (standard error) in days

[p] Diluent
[c] Not applicable or no change




38

Table §. Survival of 21- to 24-day-old white male Swiss NIH mice following PRIMARY
intraperitoneal challenge with 200 PFU of VEE TRD, VEE TC-83, or cDNA-
derived VE/IC virus and SECONDARY intraperitoneal challenge 24 days post-
PRIMARY challenge with 40 PFU of VEE TRD virus.

Virus

BA-1°
TC-83
TRD

VE/IC- 92
VE/IC-101
VE/IC-102
VE/IC-103
VE/IC-104
VE/IC-105
VE/IC-107
VE/IC-108
VE/IC-109
VE/IC-110
VE/IC-111
VE/IC-112
VE/IC-113

VE/IC-114
VE/IC-115
VE/IC-116
VE/IC-117
VE/IC-118

PRIMARY
Survivors/

Total

8/8

AST (SE)?

[V

5£—w2)

9.4- (0.6)
9.4 (0.3)

9.8 (0.4)
10.7 (0.3)

6.0 (0.0)
9.5 (1.5)
11.5 (2.2)
6.5 (0.3)

8.5 (1.0)
7.4 (0.5)

79-m5)
6.6 (0.2)

Weight

Loss/
Total

0/8
0/8
8/8

0/8
0/8
8/8
8/8
0/8
8/8
8/8
0/8
8/8
0/8
5/8
8/8
8/8

7178
8/8
0/8
8/8
8/8

SECONDARY
Survivors/
Total

0/8
8/8

8/8
7/ 84
1/8
8/8
3/3
5/5
8/8
7/8
6/6
4/4

1/ 24

578

[a]  Average survival time (standard error) in days

[b] Diluent
[c] Not applicable or no change
[dj One mouse died within one day of SECONDARY virus challenge

[e] Mice died on days 9, 10, or 11 following SECONDARY virus challenge.
All other post-TRD challenge deaths occurred within 7 days.
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Table 6. Survival of 21-day-old white male Swiss NIH mice following PRIMARY
intraperitoneal challenge with low doses (10 or 50 PFU) of VEE TRD, TC-83, or
c¢DNA-derived VE/IC virus and SECONDARY intraperitoneal challenge with 40
PFU of VEE TRD virus.

PRIMARY SECONDARY
PFU Survivors/ Survivors/

Virus Dose Total AST _(SE)? Total
Ba-1b < 8/8 - 0/8
TC-83 50 (56)¢ 8/8 - 8/8
TRD 50 (40) 0/8 4.1 (0.5) -
TRD-Transf® 50 (14) 0/8 5.4 (0.5 -
VE/IC-102 50 (54) 0/8 9.6 (0.9) -
VE/IC-102Bf 50 (56) 0/8 10.9 (0.6) -
VE/IC-102BM8 50 (56) 4/8 9.3 (0.8) 4/4
VE/IC-109 50 (36) 0/8 6.5 (0.4) -
VE/IC-109B 50 (38) 0/8 6.8 (0.2) -
VE/IC-109BM 50 (56) 0/8 5.9 (0.2) -
VE/IC-113 50 (102) 0/8 6.6 (0.3) -
VE/IC-113B 50 (56) 0/8 6.9 (0.1 -
VE/IC-113BM 50 (78) 0/8 6.9 (0.1) -
TC-83 10 (13) 8/8 - 8/8
TRD 10 (5) 0/8 4.6 (0.3) -
TRD-Transf 10 (5) 0/8 6.2 (0.3) -
VE/IC-102B 10 (8) 4/8 10.0 (1.2) 4/4
VE/IC-109B 10 (7) 0/8 5.8 (0.3) -
VE/IC-113B 10 ( 8) 0/8 7.0 (0.0) -

[al  Average survival time (standard error) in days

[b] Diluent

[c] Not applicable or no change

[d]  Virus inoculum frozen for virus titration. Values in parentheses are doses as measured
by titration of the challenge inoculum

[e] TRD virus from cells transfected with TRD viral RNA

[fl  Second, independent virus derived by RNA transfection

[g] Linearized cDNA treated with mung bean nuclease
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Table 7. ELISA titers of pooled mouse (3-week or 6-week-old white male Swiss NIH) sera
from survivors of PRIMARY intraperitoneal challenge with 200 PFU of TC-83,
TRE, or VE/IC virus and SCCONDARY intraperitoneal challenge with 40 PFU
of VEE TRD virus.

3-Week-0!d Mice __6-Week-0ld Mice

3 Weeks 2 Weeks 3 Weeks
Mice Post- Post- Mice Post-

per PRIMARY SECONDARY per PRIMARY

Virus Pool Challenge Challenge Pool Challenge
BA-12 8 0 - 8 0
TC-83 8 10240 10240 8 5120
TRD b - - - -
VE/IC- 92 8 5120 10240 8 5120
VE/IC-101 8 10240 5120 8 5120
VE/IC-102 1 2560 10240 5 5120
VE/IC-103 - - - 7 5120
VE/IC-104 8 5120 640 8 2560
VE/IC-105 3 2560 1280 5 10240
VE/IC-107 5 640 1280 8 5120
VE/IC-108 8 5120 640 8 5120
VE/IC-109 - - - - -
VE/IC-110 8 5120 640 8 5120
VE/IC-111 6 10240 1280 8 10240
VE/IC-112 4 10240 2560 7 10240
VE/IC-113 - - - - -
VE/IC-114 2 20480 N.D.© N.D. N.D.
VE/IC-115 - - - N.D. N.D.
VE/IC-116 8 640 N.D. N.D. N.D.
VE/IC-117 - - - N.D. N.D.
VE/IC-118 - - - N.D. N.D.

[a] Diluent
[b] Not applicable (no survivors)
[c] Not done (post-SECONDARY challenge sera not collected)
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Table 8. Relative virulence of cDNA-derived VE/IC viruses by intraperitoneal inoculation

of 3-week-old white male Swiss NIH mice.

Percent

Virus Mortality AST? Sequence Phenotype®

TRD 100 4.1~ g-A-S—=——=—=m- KHTV T--L----
VE/1C-109 100 5.8~ L B KHTV T--L----
VE/IC-113 100 6.5~ g==.S—===——==- KHTV T--L-—=-
VE/IC-118 100 6.6 g T .
ve/I1C-115 100 7.4 e KHTVT-.--——-
Ve/IC-117 100 7.9 g TV T-.-———=
VE/IC~-103 100 9.4 = =emeceecea—ae- KHTV T=-.=-=m=-
VE/IC-102 50-100 9.4-10.9 = | ——mmememmee——e- KHTV T~-L----
VE/IC-114 75 8.5 g KHTV.T--L----
VE/IC-105 62 9.8 TV T-,—====
VE/IC-112 50 1.5 g--.8 .
VE/IC-107 38 0.7 T .
VE/IC-111 25 9.5 ———.B-m—————— KHTV T--L---~
VE/IC-116 o} N.A.¢ g KH .
VE/IC-110 0 N.A. -—.8 .
VE/IC-108 0 N.A. g .
VE/IC-104 0 N.A. KH .
VE/IC-101 o N.A. KHTV.T--L----
VE/IC- 92 o] N.A. .
TC-83 0 N.A. a-D-T--=—-=v==- NYRD I--I~w=-
(a} Average survival time in days

(b] The relevant nucleotide (lower case) and amino acid (upper case) residues

are indicated.
are indicated.
TC-83 genotype.

In the VE/IC schematics, only TRD virus-specific residues
Dashes in the relevant positions indicate identity with the

Dots indicate known

[c] Not applicable (no mortality)

"errors” in the cDNA.
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Table 9. Indirect immunofluorescence of acetone-fixed CV-1 cells 24 h post-infection.

Virus
Unin- VACC/ VACC/
Antibody* Specificity fected Vaccinia TC-SA TRD-1A TC-83 TRD
Mouse Serum Vaccinia - 3t 3 3 - -
MHIAF VEE TC-83 - - 3 3 4 4
5B4D-6 E2* TC-83 - - 3 1 4 1
1A4A-1 E2° PTF-39 - - 3 3 4 4
1A6C-3 E2¢ EVE - - - 2 2 2
1A3A-5 E2° P676 - - 2 - 4 2
1A4D-1 E2f TRD - - 3 3 4 4
1A3A-9 E28 PTF-39 - - 3 3 4 4
1A3B-7 E2" PTF-39 - - 3 1 4 4
3B2D-5 E1* TC-83 - - - - 3 3
3B2A-9 E1° TC-83 - - 3 3 3 3
5B6A-6 EI¢ TC-83 - - - - 3 1
3A5B-1 E19 TC-83 - - 3 3 4 4

*  Alphanumeric designations are anti-VEE virus monoclonal antibodies (mouse ascitic fluids). Eptiope specificity
and virus used to elicit monoclonal antibody are shown. MHIAF = mouse hyperimmune ascitic fluid. All
antibody preparation were tested at 1:300 dilution.

1 Relative fluorescence as determined by two observers in at least two experiments.
- = negative
4 = maximum
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Table 11.  VEE neutralizing antibody titers in A/J mice 3 weeks after immunization witn
VACC/TC-5A virus.

Vaccine dose (PFU)

Mouse

Number 107 106 10°
1 2,560 2 160 10
2 640 <10t 10
3 320 80 <10t
4 640 <10 <10®
5 5,120 320 20
6 80 320 160
7 80 20 <10t
8 20 320 20

1

Reciprocal of highest antiserum dilution that inhibited 70% of
more of the VEE TRD virus (60 PFU) used in the test.

I

Mouse died after challenge with 100 IPLDs, of VEE TRD
virus.
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Table 12.  Duration of immunity in individual A/J mice immunized intradermally with
107 PFU of recombinant VACC/TC-5A virus.

Days Postimmunization

Mouse 18 33 86
1 320 2 2,560 1,280
2 640 160 320
3 2,560 640 320
4 640 2,560 2,560
5 5,120 5,120 10,240
6 20 80 40

& Reciprocal of highest antiserum dilution that inhibited 70% or
more of VEE TRD virus (60 to 80 PFU) used in neutralization
test.
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Table 13. Cross-reactivities of sera pooled from A/J mice immunized with VEE TC-83 or
recombinant VACC/TC-5A virus.

Pool m
Virus VACC/TC-5A TC-83
VACC 80 2 <10
VACC/TC-5A 160 <10
TRD (1AB)2 1,280 >20,480
P676 (1C) 320 =640
3880 (1D) 10 160
Mena II (1E) 10 80
EVE (2) 40 320
PIX (4) <10 <10
WEE <10 <10

[

Endpoint = 70% neutralization of 60 to 90 PFU.

o

VEE subtype.
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Table 14. VACC/TC-5A and TC-83 vaccine efficacy in protecting C3H or Swiss NIH mice
from intraperitoneal challenge with four VEE virus strains.

Challenge Survival?
VACC/TC- TC-83

Virus Dose (PFU) C3H Swiss C3H Swiss
TRD (1AB)? 6 X 10! 6/6¢ 6/6 6/6 6/6
6 X 102 6/6 6/6 6/6 6/6
6X10° 6/6 5/6 6/6 6/6
6 X 10° 6/6 5/6 6/6 6/6
P676 (1C) 1.1 x 104 6/6 6/6 6/6 6/6
1.1 X 108 6/6 5/6 6/6 6/6
3880 (1D) 1 X 10! 6/6 6/6 6/6 6/6
1X10° 6/6 6/6 6/6 6/6
EVE (2) 1 X108 8/8 8/8 8/8 8/8

2 All mice in 17 PBS control groups (nine virus challenge doses, two mouse strains)
succumbed to virus challenge. Only three of eight PBS control Swiss NIH mice died after

EVE virus challenge.

o

VEE subtype.

e}

Number of survivors/total.
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Table 15. Summary of survival of VACC/TC-5A- or TC-83-immunized mice challenged
intraperitoneally or intranasally with virulent VEE TRD virus.
Intraperitoneal challenge? Intranasal challenge®

Mouse

Strain VACC/TC-5A TC-83 VACC/TC-5A TC-83
AlY 42/42 8/8 6/24 16/16
C3H 30/30 30/30 0/30 15/20
Swiss NIH 22/24 24/24 1/30 18/18

1

(=2

Challenge dose

15 PFU to 6 X 10° PFU of TRD virus.

Challenge dose = 3,300 (A/J) or 10,500 (C3H and Swiss NIH) PFU of TRD virus.
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Table 16. Phenotyping of nylon wool passaged T-cells from normal and alphavirus primed
C3H mice after depletion with specific antisera.

T-cell depletion

Pre-proliferation Post-proliferation
Treatment® % Cytotoxicity =~ VEE TC-83% Sindbis VEE TC-83
Diluent 5 97,791 + 13,626 34,054 + 2,197 44,859
Anti-Thy-1 60 3,046 + 3,118 No data 1,879
Anti-Lyt-1.1 49 3,250 + 992 < 1,000 7,366
Anti-Lyt-2.1 29 92,457 + 5,098 20,132 £ 2,467 36,596

2/ Pplus complement.

b Results shown are from stimulation of virus-primed T-cells with homologous virus only.
Similar treatment of normal, unprimed T-cells gave negative lymphoproliferation values.
Results are c.p.m. of 3H-thymidine incorporation after complement treatment.
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Table 17. Phenotypic analysis of nylon vvol pa ;aged lymphocytes by flow cytometry.

Percent Staining Lymphocytes

Antibodies ¥ Cell Type Normal®’ VEE TC-83¢
Anti-Thy-1 All T-cells 65 74
Anti-L3T4 All Th-cells 43 50
Anti-Lyt-2 All Tc-cells 21 20
Anti-IgG B-cells No data 20

a/

antisera to pycoerythrin.

b/

wool chromatography.

Thy-1, Lyt-2, and IgG antisera were conjugated to fluorescein isothiocyanate and L3T4

Lymphocytes from uninoculated C3H mice were labeled and phenotyped following nylon

/" Lymphocytes were processed from mice four weeks after inoculation with VEE TC-83 virus
and incubated in vitro with homologous virus.




51

Table 18. Stimulation of VEE TC-83 virus-primed nylon wool passaged T-cells with VEE
subtype viruses.

Virus¥ Subtype Lymphoproliferation %
TC-83 IAB 66,376 + 3,349 100
PTF-39 IAB 94,660 + 5,359 142
P676 IC 45,344 + 1,897 68
3880 ID 27,545 + 2,411 41
Mena II IE 36,862 + 2,986 56
Everglades I1 71,327 + 6,271 93
Mucambo III 22,130 + 1,209 33
Pixuna v 23,781 + 3,274 36

2/ Stimulator splenocytes not preinfected; purified virus (1 ug) added to wells at time of assay.

b Values are c.p.m. of adjusted means + associated S.E.




Table 19. Serological reactivities of horse vaccinees with TC-83 virus.

Serum Sample®

Horse Immunogen Test 10 20 Post-Challenge
70 TC-83 EIA 25600 n.a.” 32000
N =>1024 n.a. 128
182 TC-83 EIA 25600 n.a. 12800
N >1024 n.a. 128
14 TC-5A EIA 100 3200 25600
N 8 32 128
77 TC-5A EIA <100 3200 6400
N 16 128 256
134 TC-SA EIA 100 3200 12800
N 8 32 64
160 TC-5A EIA 100 25600 12800
N 8 128 256
84 Vacinnia EIA <100 <100 1600
N <4 <2 <2
86 Vaccinia EIA <100 <100 1600
N <4 <2 <2

¥ Highest observed titers.

b Not applicable.
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Table 20. Neutralization reactivities of horse vaccinees with equine virulent VEE virus 71-
180 and vaccinia viruses.

Serum Sample ¥

Horse Immunogen Test 19 20 Post-Challenge
70 TC-83 71-180 >256 n.a.” 256
Vaccinia <2 n.a. <2
182 TC-83 71-180 >1024 n.a. 256
Vaccinia <2 n.a. <2
14 TC-5A 71-180 <2 32 256
Vaccinia 64 64 64
77 TC-5A 71-180 <2 32 64
Vaccinia 64 128 128
134 TC-5A 71-180 <2 32 128
Vaccinia =>128 128 256
160 TC-5A 71-180 <2 32 128
Vaccinia =128 128 512
84 Vaccinia 71-180 <2 <2 1600
Vaccinia >128 64 128
86 Vaccinia 71-180 <2 <2 1600
Vaccinia =128 128 128

2 Highest observed titers.

b Not applicable.
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Table 21. ELISA cross-reactivity of sera from immunized equines.
Antigens
Horse Immunogen Time¥ IAB IC ID IE 1I III IV WEE EEE
70 TC-83 Pre - - - - - - - - -
Post + + + + + + + - +
182 TC-83 Pre - - - - - - - + +
Post + + + + + + + + +
14 TC-5A Pre - - - - - - - - -
Post + + + + + + + - -
77 TC-5A Pre - - - - - - - - -
Post + + + + + + + - -
134 TC-5A Pre - - - - - - - + -
Post + + + + + + + + +
160 TC-5A Pre - - - - - - - - -
Post + + + o+ o+ o+ o+ - .
2 Time pre- or post-primary (TC-83) or secondary (TC-5A) immunization.
N\
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I Table 22. Equine Th-cell stimulation index to various VEE virus vaccines and
heterologous alphaviruses.
l Antigen®
l Horse Immunogen Time® TC-83 71-180 WEE EEE
I 70 TC-83 19 4.5
4.4 3.5 1.0 1.0
182 10 10.0
l C 3.0 2.5 2.7 1.0
I 14 TC-5A 10 1.0
20 2.4 3.2
C 13.0 16.0 1.0 1.0
l 77 10 2.8
20 2.8 4.4
C 3.7 3.1 5.8 1.0
I 134 10 4.5
20 2.6 2.3
C 7.8 6.6 1.0 1.0
I 160 19 1.0
20 1.0 1.0 -
I C 2.2 2.2 1.0 1.0
. 84 Vaccinia 19 1.0
20 1.0 1.0
C 1.9 2.9
I 86 1° 1.0
20 1.0 1.0
I C 2.2 33
l ¥ Stimulation index is C.P h + Vi
C.P.M. Control (Lymphocytes + Diluent)
I A value of 1 indicates no stimulation.
b Results are from the day with the highest values, usually 2-3 weeks post-primary inoculation
l (19, 4 days post-boost (2%, and 14 days post-challenge (C).
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Table 23. Equine Clinical Course - VEE IB

Immunization Animal
& Challenge I.D. VEE IB -- Post-Challenge Clinical Course
Vaccinia 77 No Clinical Abnormalities Noted
TC-5A
d.D.) 160 No Clinical Abnormalities Noted
14 No Clinical Abnormalities Noted
VEE IB 134 No Clinical Abnormalities Noted
(SC)
Vaccinia
(1.D.) 84 *1. Temperature elevated = D-1 (am) - D-2 (pm)
Biphasic fever as normal D-3 (am) then increased D
3 (pm) - D-6 (pm)
2. Depressed mental status = D-1 (pm) -- D-6 (pm)
3. Anorexia = Incomplete progressing to complete by
Day 4 - Day 6.
4. Oliguria = anuria D-1 -- D-6 (Progressive)
86 *5. Anemia + decreased platelet counts +
hemoconcentration (not thrombocytopenic)
6. Ataxia with wide based stance.
VEE-IB 7. Aberrant mental status (teeth grinding, constant
chewing motion).
(SO) 8. Terminally somnolent - very reluctant to ambulate.
TC-83 70 No Clinical Abnormalities Noted
(SC)
VEE-IB 182 No Clinical Abnormalities Noted
(SC)
Synopsis Animals became depressed and off feed and water initially

beginning on Day 1 Post-Challenge (pm). This trend
continued but on Day 3 the fever subsided, the animals
appeared more responsive, and they ate/drank that
morning. By pm of Day 3 - the fever returned, as did the
depression. By Day 4, the animals were eating, drinking
little or nothing, and the depressed mental status returned.
The animals became progressively reluctant to move,
became ataxic, and stopped eating/drinking or moving
altogether - until euthanized.
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Table 24. Summary of histopathologic findings in the CNS of horses immunized with
recombinant vaccine TC-5A, TC-83 or wild-type vaccinia virus and challenged
with virulent VEE virus.

Mare Vaccine Histopathologic Findings in CNS

70 TC-83 Focal perivascular lymphoid infiltration - mild; cerebellum,
hippocampus, thalamus.

182 TC-83 Meningeal lymphoid infiltration - mild.

14 TC-5A Focal perivascular lymphoid infiltration - mild; pons chronic
focal perivascular fibrosis - mild; cerebrum, chorioid plexus,
pons (probably incidental finding).

77 TC-5A Focal perivascular lymphoid infiltration - mild; cerebrum.

134 TC-5A Meningeal Iymphoid infiltration - mild.

160 TC-5A Meningeal lymphoid infiltration - mild; focal perivascular
lymphoid infiltration - mild; cerebrum, hippocampus, pons,
cerebellum.

84 Vaccinia Non-suppurative meningoencephalitis - severe.

86 Vaccinia Non-suppurative meningoencephalitis - severe, with thrombosis.




58

FIGURE 1
Page 1 of 6

- nsPl
v,, W E KV NV DI EEDTSPFLRALOGRTEFPGTFTE

mcmmwmcmmcwccmmcmwmmmcmwcw\scumuccwcmccwamc
. . 120

1 - . . . . . .

(A} » PIRD-4S,71,TC-19,46

YVEAKQV'T D NDMNANARATFTSHLASKLILIETYT EVDODPSDT . LDIGS
WWCWWWWWMMCCMCMQWWZ
. 40

AP ARRMNY S K HWNKY NCI! CPMNRCAEDPDRTLY XY ATIKTLKTIKNTECTIKE
mcmumwmwmxcmmmmmmuwmmcuwmmm&g
I T D KEL .D K K M K E l.' A AV N SDPDLETTETMUNTCHL H DO E. s CRYEGAQ
AAAUAACUGAUAAGGAAUUGGACAAGAAAAUGAAGGAGCUCGCCGCCGUCAUGAGC GACCCUGACCUGGAAACUGAGA CUALGUGCCUCCAC GACGACGAGUCGUGUCGCUACGAAGGGC
. . . . . . . . . . . 480
VAVY QDVY AVDGPTSLY W QANKGVRYAYWIGFODODTTPFMNTFCK
AAGUCGCUGLRIIACCAGGAUGUAUACGCGGUUGAC GGACCGACAAGUCUCUAUCACCAAGCCAAUAAGGGAGUUAGA GUCGC CUACUGGAUAGGCUUUGACACCACCCCUUUUAUGUUIUA
L L] - - . . - . . L] - wo

N LAGAYPSY ST NUWADETVYLT ARNIGLCS S SDVMNERTSRRGEGHNS
AGMC\IJGGCUGGAGCMMUCCAUCNJACUCUACCAAWGGGCCGACGAMCCGDGNMCGGO)CGJMCAUAGGCCUAUGCAGCUWGACMAUGGAGCGWCACGUAGAGGWGJ
. . . . . . . 720

I LRKKY LKPSNNVLFSVGESTI1Y N E K R D L L l s w H L P SV F HL
CCAUUCUUAGAAAGAAGUALIJUGAAA CCAUC CAA CAAUGUUCUAUICUCUGUUGGCUCGA CCAUCUA CCACGAGAA GAGG GA CUUA CUGA GGAGCUGGCACCUGCCGUCUGUALMICACU
. . . . . . . . 840

R GKQNYTCRCETI!VSCDOLGEGYVVKRI AL $ L] L Y G K P S GVY AAT
UACGUGGCAAGCAAAUUA CACAUGUCGGUGUGA GA CUAUA GUUAGUUGC GACGGGUAC GUC GUUAAAAGAAUA GCUAUCA GUCCA GGC CUGUAUGGGAAGC CUUCAGGCUAUGCUGCUA
. . . . . . . . . . . 960

M W REGFLCCKVY TDTLNGERYSFPV CTYVPATLCDG@HNWT GG L
:wccmmwmuumcmmccmmumwmm
. . . . . . . 1080

AT DV S ADDAQQKU LLVYVYGLNQTRTIVY l G rT O RN Y N T l K N Y L L PV
mmmmmmwmmmmmmcmmwmuemcwms
. 1200

vV A 0 A F A l ¥ A K E Y K E D Q E D E R P L G L rRoD l Qe V L ] C C W A FRREBE
UAGUGGCCCAGGCAUUUGCUAGGUGGGCAAAGGAAUAUAAGGAAGAUCAAGAA GAUGAAA GGCCACUAGGACUACGAGAUAGACAGUUA GUCAUGGGGUGUUGUUGGG CUUUAGAAGGC
. . . . . . . . . . . 1320

K1 T $1 Yy XRPDODT QT 11KV NKSDFHKSFVLPRIGSNTLETILIGLRT

ACAAGAUAA CAUCUAUJAUAAGCGCCCGGAUAC CCAAACCAUCAUCAAAGUGAACAGCGAUULIC CACUCAUUC GUGCUGC CCAGGAUAGGCAGUAACACAUUGGAGAUCGGGTUGAGAA
. . . . . 1440

» pTRD-30

R I R X M L EE NKEPSPLITAEDVGEGEAKT CAADTERIEKTETVR REAKATETE.!/L

CAAGAAUCAGGAAAUGUUAGAGGAGCACAAGGAGCCGUCACCUCUCAUUACCGCCGAGGACGUACAAGAAGCUAAGUGCGCAGCCGAUGAGCGUAAGGAGGUGCGUGAAGCCGAGGAGY
. . . 1560

- ngP2
R A AL PPLAADVETETPTILEADV DL ML OEAGAGSVYETPTRGILI1K
UGCGCGCAGCUCUACCACCLW%G::AGCUGAUMGAGGAGCCCACUCUGGMGCCGAUGUCGACWGAUGWACMGAGGWGGGGCCGGCUCAGJGGAGACACCUCWGGCWWA
. ohaisid 4 . . . . . . . . . 1680
VT S Y D)IGED K 1T G S Y AVLSPQAV LK SEKLSCI!I HPLAEQGY I V]
AcGwAccmwmwsccacmcuauccccuchcccuouccuuwccacmccuwwcumwmmcunmccwwccwwwamm

. e d . . . . . . . 1800
"‘;7,’ pTC"b - pTRD'71 -

T S GR K GRYAVEPYMHGEKV VVPEGHKATLIPVADLTFQALSESANTI

UMCACACUCUGGCCWMGGGCGlMAUGCCGUGGMCCAUACCAUGGUMAGUAGUGGUGCCAGAGGGACAUGCMUACCCGUCCAGGACWCMGCUCUGAGUGAMGUGCCACCA
. 1920

(7)-Lau (TRD error)

VY NKERTETFVNRY L HHNI??I AT HNGGALNTDETETYYIKTVXP SENWNDGCE
WWGUACMCGMCGJGAGINCGUMACAGGUACGJGCACCAUMGCCACACAUGGAGGAGCGCUGAACACUGAUGMGMUAWACMMCUGUWGCCCAGCGAGCACGACGCCG

. . 2040
YyLyo1tlopo I K Q C vV K K E LV T G L G L7 G E L V D PP F N E F AY ESLRT
MUACCUGUACGACAUCGACAGGAAACAGUGCGUCMGMAWCUAGUCACUGGGCUAGGGCUCACAGGCGAGCUGGJGGAUCCUCCCLUCCAUGAAWCGCCUACGAWGM

. . . . . . . . 2160
R PAAPY Q@QVPTI GVY GV PGS GEGXx S GG X S AY T K K D L VvV s aAKK
CACGACCAGCCGCUCCUUACCAAGUACCAACCAUAGGGGUGUAUGGCGUGCCAGGAUCAGGCAAGUCUGGCAUCAUUAAAAGCGCAGUCACCAAMAAA GAUCUAGUGGUGAGC GCCAAGA
. . . . . . . . 22800

NSy 2

st &6

NS1 106

NS1 148

NSt 18

NS1 22

NS1 26¢

NS1 30¢

us1 346

ust 38

NS1 42¢

1 488

NSl 50¢

Ns2 1

NS2 5t

NS2 ¢

Ns2 13

NS2 '

Ns2 21



59

FIGURE 1
Page 2 of 6

E NCAETI! 1 RDVEKKMEKTESGLDVYNARTVYVD SVY L LNGCECKNNPVETLTY!
AGAAAA CUGUGCAGAAUUAUAAGGGACGUCAAGAAAALGAAAGGGCUGGACGUCAAUG CCAGAACUGUGGACUCA GUG CUCULGAAUGGAUGCAAACACCCCGUAGAGACC CUGUAUA

. . . . . . . . . . . 2600
D EAFACHAGTULRALTIAILII1!RPKEKAVLCGDOT®PKAQCGEFTFNNNCL
UUGACGAAGCUUUUGCUUGUCAUGCAGGUACUCUCAGAGC GCUCAUAGC CAUUAUAAGAC CUAAMGGCAGUGCUCUGC GGGGA ICCCAAA CAGUGCGRUUULIUMAACAUGAUGUGE C

. . . . . . . » - . . 2520
K VNFNMNEICTQ@VY FHKS]I SRRCTKSVYTSVY SSTLFYDE KKMNRT
UGAAAGUGCAUUUUAACCACGAGAUUUGCACACAA GUCUUCCACAAMGCAUCUCUC GCC GUUGCA CUAAAUCUGUGACUUC GGUC GUCUCAAC CUUGLRIUUAC GACAAAAAAUGAGAA

. . . . . . . . . . . 2640
T NP KETKIVIDTTGSTKPKAQ@DDLILTCFRGWY K QLG @IDYK
CGACGAAUCCGAAAGAGACUAAGAUUGUGAUUGACACUAC CGGCAGUACCAAC CUAAGCAGGAC GAUCUCAUUCUCACUUGUUUCAGAGGSUGGGUGAAGCAGUUGCAAAUAGAUUACA

. . . . . . . . . . . 2760
G NEI1MTAAASOGLTRXGVYAVYRYKVYNETNPLYAPTSETHVNY
AAGGCAACGAAAUAAUGACGGCAGTUGCCUCUCAAGGGCUGACCCGUAAGGUGUGUAUGCCGUUCGGUACAAGGUGAAUGAAAALC CUCUGUACGCACCCACCUCAGAACAUGUGAACG
LLYTRTEDRTIVWYWKTLAGDPUWIKXTLTAKYPGNTFTATTIEETWS® A
UCCUACUGACCCGCACGGAGGACCGCAUCGUGUGGAAAACACUAGCCGGCGACC CAUGGAUAAAAACACUGACUGCCAAGUACCCUGGGAAUUUCACUGCCACGAUAGAGGAGUGGCAAG
. . . . . - . . . . 3000
EHWDATUIMRMNTILERPDPTIDYVEFONEKANVYCWAKALVPVLEKTAGEG!
CAGAGCAUGAUGCCAUCAUGAGGCACAUCUUGGAGAGACCGGACC CUACCGAC GUCUUC CAGAAUAA GG CAAACGUGUGUUG GGCCAAGGCUUUAGUGCCGGUGCUGAAGACC GCUGGLA

. . . . . . . . . . . 3120
DM TTEOQGWNTVDYFETDKAHNKSAETIVYLNQLCVRFFGLODOLDSSE
UAGACAUGACCACUGAACAAUGGAA CACUGUG GAUUAUUUUGAAACGGACAAAGCUCACUCAGCA GAGAUAGUAUUGAAC CAACUAUGC GUGA G GUUCUUUG GACUCGAUCUGGACUCCG

. . . . . . . . . . . 3240
LFSAPTVPLSIRNNUNEYDNSPSPNMNYGLNKEVVRALSRRYTFP
GUCUAUUUUCUGCACCCACUGUUCC GUUAUCCAUUAGGAAUAAUCACUGGGAUAACUC CCCOUC GCCUAACAUGUAC GGG CUGAAUAAA GAAGUG GUC C GUCAGCUCUCUCGCAGGUACC

- - . - - . - - - » . m
QLPRAVATGRVYDMENTGTLRNYDPRTINLVYPYVNERRLPUHALY
CACAACUGCCUCGGGCAGUUGCCACUGGAA GAGUCUAUGACAUGAACACUGGUACACUG CGCAAUUAUGAUCC GCGCAUAAAC CUAGUACCUGUAAACA GAAGACUGCCUCAUGCUUUAG
. 3480
PIC-19 «

L N HNEMNWNPGSDTFSSFVSKLXGRTVLILVYGEIKLSVPGKNVD VWL
UCCUCCACCAUAAUGAACAC CCACAGA GUGA CULMUUCUUCAUUC GUCAGCAAARIGAA GGG CAGAA CUGUCCUGGUGGUC GGGGAAAA GUUGUC C GUCCCAGGCAAAAUGGUUGACUGGU
. . . . . . . . . . . 3600

S DRPEATFRARLDLGTI! PGDVPKYDIT1FVNVRTPYKYWHWNNTYOQ
UGUCAGACCGGECUGAGGCUACCUUCAGAGCUC GGCUGGAUUUAGGCAUCCCAGGUGAUGUGC CCAAMUALIGA CAUAAUAUUUGUUAAUGUGAGGA CCCCAUAUAAAUAC CAUCACUALC
. . . . . . . . . 3720

» PIC-9 (Sst 1 #1)

Q CED HA I X L S M LT KIXACLMHL NPGGT CV ST GYGYADURASTES
AGCAGUWUGAAGACCAUGL CAUUAAGCUUAGLAVCUIUGAL CAAGAAR LOUGL LuuLAUCUGAAUC S L cuCGGAACCUGUGUCAGCAUAGGUUAUGGUUACGCUGACAGGGCCAGCGAAA
. . . . . . . . . . . 3840

» pIRD-26

1 1 GA ! AROQO FKF SRVCKPIKXK S SLEETEVLFVYFI1G6G6YDURIKARTH
GCAUCAUUGGUGCUAUAGCGCGGCAGUUCAAGUUUICCCGGGUAUGCAAACCGAAAUCCUCACUUGAAGAGAL GGAA GUU CUGUUUGUAUUCAUUGGGUA CGAUCGCAAGGCCCGUACGC
P . . . . . . . . . . . 3960
pTRD-30

- neP3

NP Y KL S ST LT NI Y TGSRLHNEAGTCAP SY RV VRGDI ATATESGSEG

ACAAUCCUUACAAGCUICAUCAACCUUGACCAACAUUUAUACAGGUUCCAGACUCCACGAAGCCGGAUGUGCACCCUCAUAUCAUGUGGUGCGAGGGGAUAUUGCCACGGCCACCGAAG
. . . . . . . . . . . 4080

VI 1 NAANSKTEGOQPGGGVY CGALYIXI KTFUPESTFDLOQOQP ! EV GKXKATRL

GAGUGAUUAUAAAUGCUGCUAACAGCAAAGGACAACCUGGCGGAGGGGUGUGCGGAGE GCUGUAUAAGAAARICE CGGAAAGCUUCGAUUUACAGCCGAUCGAAGUAGGAAAAGCGCGAC
. . . . . . . . . . . 4200

YK G A AKMHK I 1 KAV G P NF NKV SEVEGDI KO QQLAEAYTES ST AKILI VN

UGGUCAAAGGUGCAGCUAAACAUAUCAUUCAUGCCGUAGGACCAAACUUCAACAAAGUUUIC GGAGGUUGAAGGUGACAAACAGUUGGCAGAGGCUUAUGAGUC CAUCGCUAAGALUUGUCA
. . . . . . . . . . . 4320

D N NY K S V AT P L L ST G F {S G N KD RLT O S L NHLLT ALDTITODA

ACGAUAACAAUUACAAGUCAGUAGC GAUC CACUGUUGUC CALCGGCAUCUMIIC CGGGAA CAAAGAUC GACUAACCCAAUCAUUGAACCAUUUGCUGACAGCURIUAGA CACCACUGAUG
. . . . . B . . . . . &40

D VAI Y CRODIKI KU WEMTLKEAVYARREAVEE!]CI S$SODSTSVTI ECPD

CAGAUGUAGCCAUAUACUGCAGGGACAAGAAAUGGGAAAUGACUCUCAAGGAAGCAGUGGCUAGGAGAGAA GCAGUGGAGGAGAUAUG CAUAUC CGACGACUCUUCAGUGACAGAACCUG
. . . . . . . . . . . 4560

A ELV RV P K S S LAGRIXTGY ST S$SDGIKTTF S Y LEGT K F NQAAKXKTDO

AUGCAGAGCUGGUGAGGGUGCAUCCGAAGAGUUCIAIGGOUGGAA GGAAGGGCUACAGCACAAGC GAUGG CAAAA CUUCUCAUALMUG GAA GG GACCAAGURIUCA CCAGGC GGL CAAGS
. . . . . . . . . . . 4680

NS2

ns2

us2

NS2

NS2

Ns2

us2

NS2

NS2

NS2

NS2

NS2

NS2

NS2

NSl

NS3

NS3

NS3

NS3

us3

25

Fadl

N

n

&N

451

N

531

571

&1

651

57

S?

137

77

7



FIGURE 1
Page 3 of 6

1 A E1 NANWNVPV ATEANER® QGYCHNYTTLGESMNHNTSSIRSKTCPVETESTSE

AUAUAGCAGAAAULAAUGE CAUGUGGCCCGUUGCAA L GGAGGCCAAUGAGCAGGUAUGCAUGUAUAUC CUC GGAGAAA GCAUGAGCAGUAVUA GGUCGAAAUGC CCCGUCGAAGAGUC GG
. . 4800

. . . . - . -

a4 o -
{Al=Thr (TRD error)

AS SPP ST LPCLCI HNANTPERVYGRILXASRPEOGI!I TVCSTSSEFPL

AAGCCUCCUCACCACCUAGCACGCUGE CUUGCUUGUGCAUCCAUGECAUGACUCCAGAAAGAGUACA GC GC CUAAAAGC CUCAC GUC CAGAA CAAAUUA CUGUGUGCUCAUCCUMUCCAU
. 4920

t - . . . . . . - .

(A)=Thr

P K YR I TGVAGKIIQ@CSQPILF SPKVYPAY I HPRKYLYETPPVD
U&CWWWMCUGCWCWWWWMWCGUGMCACCACCG?MG
- . L] - - . . . . L] - uo
ETPEPSAENGOGCSTEGTPE® QPPLTITEDTETRTRTPE®PIIII1ETEHTE
ACGAGACUCCGGAGCCAUCGGCAGAGAACCAAUCCACAGAGGGGACACCUGAACAAC CACCACUUAUAAC CGAGGAUGAGACCAGGACUAGAACGCCUGAGCCGAUCAUCAUCGAAGAGG
. . . . . . . . . . . 5160

E ED S 1 SLLSDGPT HQVLOVEADTIMHGPPSVSSSSWSIPHAS
AAGAAGA GGAUA GCAUAAGUUUGCUGUCAGAUGGC CCGACCCACCAGGUGCUGCAAGUC GAGGCAGA CAUUCACGGGCCGCCOUCUGUAUCUAGCUCAUCCUGGUC CAUICCUCAUGCAY
. . . . . . . . . . . 5280

D FDVDSLS ! LD T LEGASVYTSGATSAETHNSYTFAKSMHMETFTLAR

CCOACUMUGAUGUGGACAGUUUAUCCAUACUUGACACCCUGGAGGGAGCUAGC GUGACCAGCGG GG CAACGUCAGCCGAGACUAACUCUUA CUUCGCAAAGAGUAUGGAGUUUCUGGCGC
. 5400

Repeat 1a Repeat 1b Repeat 2a

e ~————~—— e ————— ]
P VP APRTVEF FRNPPUHKPAPRTRTPSLAPSRACSRTSLVYSTPTEP

GACCGGUGCCUGCGCCUCGAACAGUAUUCAGGAAC CCUCCACAUCCCGCUCCGCGCACAAGAACACCGUCACUUGCACCCAGCAGGGCCUGCUCGAGAACCAGCCUAGUUUCCACCCCGE
. 5520

Repeat 2b

- _ = ___ _ __ ___ ]
6 VN RV I T RETELTEALTPSRTP SRSV S SRT SLVSNPP GV NRVI

CAGGCGUGAAUAGGGUGAUCACUAGAGAGGAGCUCGAGGCGCUUACCCCGUCACGCACUCCUAGCAGGUCGRUCUCGAGAACCAGC CUGGUCUC CAACCCGCCAGGCGUAAUAGGGUGA
. . . . . . S640

pTC-9 (Sst | #1) @ pTC-2 (Sst 1 #2)

L ] = neP4
T R EE FEAFV AOQGQGQ@™®*™RFDAGAYT11FSSDT GOQGHLOQOQK SV RAAT

UUACAAGAGAGGAGUUUGAGGCGUUCGUAGCACAACAACAAUGACGGUUUGAUGC GGGUGCAUACAUCUUIIC CUCCGACACCGGUCAAGGGCAUUUA CAACAAAAAUCAGUAAGGCAAA
. 5760

VI SEVVYV LERTTETULTETILI SYAPRLDU GOETKTETETLTLURKIXTLGQGLNPTPAMWMN

CGGUGCUAUCCGAAGUGGUGUUGGAGAGGACC GAAUUGGAGAULIC GUAUGCCCCGCGC CULGACCAAGAAAAAGAA GAAUUA CUAC GCAA GAAAUUA CA GUUAAAUCCCACACCUGCUA
[

(A)=

Thr (7C-83 error)

R SR Y Q S RKVENMIKAITARRTIILAGGLGHYLKATEGKVYECYTURTL

ACAGAAGCAGAUACCAGUCCAGGAL.GGUGGAGAACAUGAAAGCCAUAACAGCUAGACGUAUUCUGCAAGGCCUAGGGCAUUAUUUGAAGGCAGAAGGAAAAGUGGAGUGCUACCGAACCC

. . . . . . . . . . . 6000

M P VP LY S S SV NRATF S SP KUY AV EACNAMNMNLIKTENTFPTVASYTC

UGCAUCCUGUUC CUSUGUALICAUCUAGUGUGAACC GUGC CUUUUCAAGCCCCAAGGUCGCAGUGGAAGC CUGUAACGCCAUGUUGAAAGAGAACUIUCCGA CUGUGGCUUCUUACUGUA

. . . . . . . . . . . 6120

i P E Y DAY L ODMY D GASCCLDT ASTFCPAKIULRSTFPKIXMHSYLEP

UUAUUCCAGAGUAC GAUGCCUAUUIGGACAUGGUUGACGGAGCUUCAUGCUGCUUAGACACUGCCAGUURIIGCCCUGCAAAGCUGCGCAGCUUUC CAAAGAAACACUCCUAUIGGAAL

. . . . . . . . . . . 6240

T I R S AV P S A I @ N T L @ NV L AAATITKRNTCNY T QHWDRELZPVYLDSAaA

CCACAAUACGAUCGGCAGUGCCUUCAGCGAUCCAGAACACGCUCCAGAACGUCCUGGCAGCUGCCACAAAAAGAAAUUGCAAUGUCACGCAAAUGAGAGAAUUGCCCGUALUGGALIC GG

A F NV EC FKKY AZCNNETYWMTETTEFI KTEMNPI]IRLTEENY VNY I TK LK

CGGCCUUJAAUGUGGAAUGCUUCAAGAAAUAUGC GUGUAAUAAUGAAUALIUGGGAAA CGUUUAAAGAAAAC CCCAUCAGGCULIAT JGAAGAAAA C GUG GUAAAUUA CAUUAC CAAAUUAA

6 P K A A AL F AKXKT HNLWNNKLGD I PNHNDRTF VHEDLIKXKRDVKVY TP GTCKX

AAGGACCAAAAGCUGCUGCUCUARIIGC GAAGACACAUAAUUUGAAUAUGUUGC AGGACAUACCAAUGGA CAG GUUI GUAAUGGACUUAAA GAGAGA CGUGAAAGUGACUCCAGGAACAA

" T EERP XV QY1 Q@ AADPL AT AY LCGI HRELYRRLNAVLLPN

AACAUACUGAAGAACGGCCCAAGGUACAGGUGAUCCAGGCUGCCGAUCCGCUAGCAACAGC GUAUCUGUGC GGAAUC CACCGAGAGCUGGUUA GGAGAUUAAAUGC GGUCCUGCLUUCCGA

. . . . . . 6720

NS3

us3

NS3

NS3

NS3

NS3

NS3

NS3

NS4

NSH

NS4

NS4

NSé

NS4

NSé

NS4

NS4

257

297

337

37

417

57

497

537

23

1%8

18

220

26C

330

340




61

FIGURE 1
Page 4 of 6

1 W T L FOMNGESAERDTFRDATILTIAEHNTFGOQQPGDODCVY LETDI! ASTFDTKTSTEDTD
ACAUUCAUACACUGUUIGAUAUGLICGGCUGAA GACUUJGAC G CUAUUAUAGCT GAGCACUUC CAGC CUGGG GAUUGLGUUCUGGAACUGACAUC GC GUCGUUUGAUAAAAGUGAGGACG

. . . . . . . . . . . 6840
AN ALTALMNIULEDLTGVDAELLTLIEAATFGET]SSIHLPTKTCX
ACGCCAUGGCUCUGACCGCOULAAUGAUUCUGGAAGACUUAGGUGUGGACGEAGAGCUGUUGACGOUGAUUGAGGCGGEULLIC GC GAAAULIMCAUCAAUA CAUUUGC CCACUAMACUA
FXFGAMMEKTSGMTEFLTLFYNTVINIVIASRYLRERLTYGS?PCA

AMAUAAALIC GGAGC CAUGAUGAAAUCUGGAAUGIRIC CUCA CACUGUUGUGAA CACAGUCAUUAA CAUUGUAAUCGCAAGCAGAGUGUUGA GAGAACGGCUAA CCGGAUCACCAUGUG
L4 L m

. . . . . . . . . . - 7200

AP Y FCGGF 1 LCD SVYTG&ETACRVYADPLIKXTURL FXLGXPL AADDE

AAGCGCCUUALRJUCUGUGGAGGGUUUAUUUUGUGUGA CUCCGUGACCGGCACAGCGUGC CGUGUGGTAGACCCCCUAAAAA GG CUGUUUAA GCUUGG CAAACCUCUGGCAGCAGACGAUG

. 4 . 7320
[C)=Pro

(1C-&3 error)

. ) - . . . - . .

HOODD®RRALMNETET STRUWWNRY GILSETLCKAVESRYTETVGTSI!I

AACAUGAUGAUGA CAGGAGAAGGGCAUUGCAUGAAGAGUCAACACGCUGGAACCGAGUGG GUAUUCUUUC AGAGCUGUGCAAGGCAGUAGAAUCAA GGUAUGAAACCGUAGGAACUUCCA
7440

» pTC-5
- 268
] VA AMNTTLAS SV XK SFSYLRGAPITLYGG
UCAUAGUUAUGGC CAUGA CUA CUCUAGCUAGCAGUGUUAAAUCAUUCA GCUACCUGAGAGGGGC CC CUAUAA CUCUCUACGGCUAACCUGAAUGGA CUACGACAUAGUCUAGUCCGCCAA
. . . . . » . - 7560
[(A)s(TRD error)

» pTRD-1

-C
M F P F QP MY P M QP K P YRNTPFAAPRRPWEFPRTOPTFLAMNMNOYVOQE
GAUGLRICCCGUUCCAGCCAAUGUAUCCGAUGCAGC CAAUGCCCUAUCGCAACCCGUICGEGGCCCCGCGEAGGCCCUGGLAIC CCCAGAACCGA CCOUUUCUGGC GAUGCAGGUGCAGGA
. . . . . . . . . . . 7680
L TR S HNANILTTEFKOQRRDAPPETGTPSAKK?PIKIKEASQeQKOQKU GO GOGOQG
AUUAACC CGCUCGAUGGCUAACCUGACGUUCAAGCAACGCCGGGACGLGCCACCUGAGGGGCCAUCCGEUAAGAAA CCGAAGAAGGAGGCCUCGCAAAAACAGAAAGGGGGAGGCCAAGG
. . . . . . . . . . . 7800
pIRD-26 «
K K K K NG GKKKAKTGHP®PNP K AQNGHNEIKI KT XTNKKPGKTROQORNVMN
GAAGAAGAAGAAGAAC CAAGGGAAGAA GAAGGCUAAGA CAGGGCCGCCUAAUCCGAAGGCACAGAAUGGAAACAAGAAGAAGACCAACAAGAAAC CAGGCAAGAGACAGC GCAUGGUCAL
. . . . . . . . . . . ™20
XK LESDKTEFPI ML EGKTII NGY ACV Y GGKLFRPMWMKYEGKT!1DWND
GAAAUUGGAAUCUGACAAGACGUUCCCAAUCAUGUUGGAAGGGAAGAUAAA CGGCUACGCUUGUGUGGUCGGAGGGAAGUUAUUCAGGC CGAUGCAUGUGGAAGGCAAGAUCGACAACGA
. . . . . . . . . . . 8040
VLIAALKXKTKIKASKYDLEYADVPQNMKWRADTT FIKYTHEKPQQGGYY
CGUUCUGGCCGCGCUUAAGACGAAGAAAGCAUCCAAAUACGAUCUUGAGUAUGCAGAUGUGCCACAGAACAUGCGGGCCGAUACAUUCAAAUACACCCAUGAGAAA CCCCAAGGCUALILA
. . . . . . . . . . . 8160
S W H HGAV OGYENGRTFTVPKGV GAKGD SGRPI LD NOGGHRV YA/
CAGCUGGCAUCAUGGAGCAGUC CAAUAUGAAAAUGGG CGUUUCACGGUGCCOAMGGAGUUGGGGCCAAGGGAGACAGCGGACGACCCAUUCUGGAUAACCAGGGA CGGGUGRUC GCUAU
. . . . . . . . . . . 8280

- E3
VLI GGV NEGSRTALSVY NWNETIKTGVYTVKYTPEWNTCEA QWS LVYTT

UGUGCUGGGAGGUGUGAAUGAAGGAUCUAGGACAGC CCUUUCAGUCGUCAUGUGGAACGAGAAGGGAGUUACCGUGAAGUAUACUCCGGAGAACUGC GAGCAAUGGUCACUAGUGACCAC
. . . 8400

.
M 2 L LANVTIT FPCAQPPICYDODRIKTPAETLAMLSYNVDNPGTYODE

CAUGUGUCUGCUCGCCAAUGUGACGUUCCCAUGUGCUCAACCACCAAUMUGCUACGACAGAAAACCAGCAGAGA CUMUGGCCAUGCUCAGCGUUAACGUUGACAACCCGGGOUACGALGA
. . . 8520

- E2
LLEAAVKCECPGRXRRSTETELTFIKEYZXLTRPYMNARTCIRCAVGS
GCUGCUGGAAGCAGCUGUUAAGUGCCCCGGAAGGAAAAGGA GAUCCACC GAGGAGCUGUUUAA GGAGUAUAAG CUAACGCGCCCUUACAUGGL CAGAUGCAUCAGAUGUGCAGUUGGGAG

. . 1 . . . . . 8640
{T)=Asn

tuws P11 ALl EAVKSDGMHWDGY VRLQTSSOQY GLDODS S G NLKXGCERET N
CUGC CAUAGUC CAAUAGCAAUCGAGGCAGUAAAGAGC GACGGGCACGAC GGUUAUGUUA GA CUUCA GA CUUC CUCGCAGUAUGGC CUGGAUUC CUCC GGCAACUUAAAGGGCAGGACCAY
. . . . . . . . . . . 8760

L1 2Y

NS4

sS4

NS4

NS4

NS4

€3

E3

€2

€2

420

500

540

580

40

120

160

200

240

2%




62

FIGURE 1
Page 5 of 6

R YD M N GT ! XK EI PL ¥ GV SLHET SRPCHIVDGHGY FLLARTECEPA

GCGGUAUGACAUGCAC GGGACCALUAAAGAGAUACCACUACAUCAA GUGUCACUCCAUACAUCUC GCCCOUGUCACAUUGUG GAUGGGCAL G GUUAUULICCUGCUUGC CAGGUGCCCGGC
. 8880

. . . . . ' L] . L) - L)

(M)=Ty

G 0D S$ 1! T METF K KD S VT HNSCSVPYEVKFNPVGRELYTMNWNPPENG

AGGGGACUCCAUCAC CAUGGAAUUUAAGAAA GAUUC CGUCACACACUC CUGCUC GGUGC CGUAUGAA GUGAAAUUUAALC CUGUAGGCAGAGAA CUCUAUACUCAUCCCCCAGAACACGG
. 9000

. LB - L t . - - [ 3 L

{G)=Arg

VEOGACQVYYAMNDA A ONRGAYVEMNONLPGSEVDSSLV SLSGCS SV

AGUAGAGCAAGCGUGCCAAGUCUACGCACAUGAUGCACAGAACAGAGGAGCUUAUGUC GAGAUGCA CCUCCCGGGCUCAGAA GUGGACAGCAGUUUG GV CCUIGA GL GGCAGUUCAGY
. . 9120

TVITPPVGTYSALVETCECETLCGGTEKTI!SETI] N¥KTKAQFSOQQCTKIKET® QEC

CACCGUGACACCUCCUGUGGGACUAGCGCC CUGGUGGAAUGE GAGUGUGGCGGCACAAAGAUCUCCGAGACCAUCAACAA GACAAACAGUUCAGCCAGUGCACAAAGAAGGAGCAGUG
. . . 9240

. t - . L] . .

Y -
{Al=Asp [Al=Lys (TRD error)

R AYRULQNDIKU MWNVYNSDIKLPKAAGATLKGIKTLHVPFLLADGSGSK KHEC

CAGAGCAUAUCGGCUGCAGAACGAUAAGUGGGUGUAUAALICUGACAAACUGCCCAAAGCAGCGGGAGCCACCUUAARAGGAAAACUG CAUGUCCCAURICUUGCUGGCAGACGGTAAAL'G
. . . . . 9360

T VPLAPEPMTITTFGTFRSVYSLKLHNKPKNPTYLTTRAQLADETPHY
CACCGUGCCUCUAGCACCAGAACCUAUGAUAAC CUMUGGUUUCAGAUCA GUGUCACUGAAA CUGCACCCUAAGAAUCCCACAUAUCUAACCACCCGCCAA CUUGCUGAUGAGCCUCACUA
t . . . . 1 . . 9480

(C=Phe (Ti=lle
T HELI $SEPAVRNEFTVTEKGWETFV UGN HPPKRTFWAQETAPGEG

CACGCACGAGCUCAUAUCUGAACCAGCUGUUA GGAAUUUUACC GUCACCGAAAAAGGGUGG GAGUUUGUAUGGGGAAA CCAC CCGCCGAAAAGGUUUUGGGCACAGGAAACAGCACCCGG
. . . . $600

-
N P H G L P N¥EV I T HY Y HRYPMNSTI!ILGLS T CAAILIATVSVAAST

AAMUCCACAUGGGCUACCGCACGAGGUGALAA CUCAUUAUUA CCACAGAUA CC CUAUGLIC CACCAUC CUGGGUUUGUCAAULGUGC CGCCAUUGCAACCGUUUCCGUUGCAGCGUCUAC
. 9720

— - &

W L FCRSRYACLTPYRLTPNARIPFCLAVLCCARTARAETT

CUGGCUGIIUGCAGAUCUAGAGUUGCGUGC CUAACUC CUUA CCGGCUAA CAL CUAAC GCUAGGALIAC CAUUULIGU CUGGLUGUGCUIGCUGC GCC CGCACUGCCCOGGCCGAGACCAC
. . . . . - . . . . . 9840

W E S LD MHNLWONNNGG GO NXT FGYVI!I QLLIPLAALIVYTTRLLRCVYCCVY

CUGGGAGUCCUUGGAUCACCUALGGAACAAUAACCAACAGAUGUUCUGGAUUCAAUUGCUGAUCCCUCUGGCCGCCUGAUC GUAGUGACUCGC CUGCUTAGGUGC GUGUGCUGUGUCSU
. . . . . .a . . . . . 9960

{A}sLeu TRD error

- €1

P F LV N AGAAGAGAYTEUHRHATT KNP SQAG! S Y NTI VNRAGYAPL

GCCUUUUJAGUCAUGGCCGGCGCCGCAGGCGCEGGCGCCUACGAGCACGCGACCACGAUGCCGAGCCAAGCGGGAAUCUCGUAUAACACUAUAGUCAACAGAGCAGGCUACGCACCACY
N . . . . . . . . . . 10080

P 1 S 1 TPTIK 11 KL1!PTVNLEYV I CHRYKTGMWD SP AT KCCGSOQE

CCCUAUCAGCAUAACACCAACAAAGAUCAAGCUGAUACCUACAGUGAACUUGGAGUACGUCACCUGC CACUACAAAACAGGAAUGGAUUCACCAGCCAUCAAAUGCUGCGGAUCUCAGGA
. . . . 10200

CTPTYRPODEQCKVY FTGVY®PFNUWGGAYCFCDTEWNTOQQVSKAY
AUGCACUCCAACUUACAGGCCUGAUGAACAGUGCAAAGUCULICACAGGGGUUUACCCGUUCAUGUGGGGUGGUGCAUAUUGCUUIGC GACACUGAGAACACCCAAGUCAGCAAGGCCUA

. . . . . . . . . . . 10320
VMK SDDCLADMKAEA ALY KAHNWNTASYQATFLNITVGEHNSIVTITVY

CGUAAUGAAAUCUGACGACUGCCUUGCGGAUCAUGCUGAAGCAUAUAAAGCGCACACAGCCUCAGUGCAGGCGUUCCUCAACAUCACAGUGGGAGAA CACUCUAUUGUGACUACCGUGUA
. . . . . . 10440

'y - .
[T)=Val (TC-83 error)

VNGET PV KF NGV XK LT AGPL ST AWT®P FDRIKIUVOYAGET!DYNY

UGUGAAUGGA GAAA CUC CUGUGAAUUUCAAUGG GGUCAAAUUAA CUGCAGGUCCGEUMICCACAGCUUGGACACC CUUUGAUC GCAAAUL GUGCAGUAUGCCGGGGAGAUCUAUAALUA
. . . . . . . 10560

. . - .1

{A)slle

D FPEVYGAGOQPGATFGDI QSRT VS S SDLY ADNTNLYLQRPXAGSG

UGAUUUIC CUGAGUAUGGGGCAGGACAAC CAGGAGCAUUIGGA GAUAUACAAUCCAGAACAGUCUCAAGCUCAGAUCUGUAUGCCAAUACCAACCUAGUGCUGCAGAGACCCAAAGCAGG
.t . . . . 10680

{T)=Ser

E2

€2

E2

E2

E2

€2

E2

€2

E1

E1

£t

3}

€1

(3

146

186

226

266

306

36

67

137

187




63

FIGURE 1
Page 6 of 6

Al WVPYTQAPSGTFETQ OWVWTKEKDTEKAPSLKXKEFT APFGCCETLHIYTNPILR
AGCGAUCCACGUGCCAUACACUCAGGCAC CUUCGGGUUUUGA GCAAUGGAA GAAA GAUAAA GCUC C AUCAUUGAAAUUUAC.C GCCCCULUC GGAUGC GAAAUAUAUACAAACCCCALLCG
AENCAVGS I PLAFDO I PODALTFTRVYSETPT | $AAETCTLNETCYV

CGCCGAAAACUGUGCUGLAGGGUCAAUUC CAUUAGC CUUUGA CAULCC CGACGC CUUGURICACCAGGGUGUCAGAAACAC CGACACUMUICAGCGGCC GAAUGCACUCUUAACGAGUGCGY
. 10920

A
{61=Glu (TC-8&3 error)

Y $ S0 FGG! ATV EKY S ASKSGKT CAVHKEVY P SGTATLTEKEH AWAYVELT

GUAUUCURIC CGACULGGUGGGAUC GCCACGGUCAAGUACUC GGC CAGCAAGUCA GG CAAGUGC GCAGUC CAUGUGC CAUCA GGGACUGCUACCCUAAAAGAAGCAGCAGUC GAGCUAAC
. . . . . . . . . . . 11040

£ G S ATI NF ST ANIMNPETFRLGICTSYVTITCEKGDC CHPPXTDHI

CGAGCAAGGGUCGGCGACUAUCCAUUUCUC GACC GCAAAUAUC CACC CGGAGUUCA GGCUCCAAAUALGCACAUCAUAUGUUAC GUIGCAAAGGUGAUUGUCACCCCCCGAAMGACCAUAU
. . 11160

.
VT HP QY HAQTFTAAV S KT ANTWEWLTITSLLGGEGSAV I T ILLI1IGLVL

UGUGACACACCCUCAGUAUCACGCCCAAACAUUUACAGCCGCGGUGUCAAAAACCGCGUGGACGUGGUUAACAUCCLUGCUGGGAGGAUCAGCCGUAAUUAUUAUAAIGGOGGUGCY
11280

- ]
AT I VAMXNY VLT NOQKH
GGCUACUAUUGUGGCCAUGUACGUGCUGACCAACCAGAAACAUAAUUGAAUACAGCAGCAAUUGGCAAGCUGCUUACAUAGAACUICGCGGCGAUUG G CAUGCCGC CUUAAAAUUUUUALY
. . . . . . . . . . ) 11400
pIRD-1,TC-5 «
UUAUUUUUUCUUUUCUUUUC CGAAUCGGAUUUUGUUUUUAAUAULLC - pol y C(A)

1. . . 11440

-]

El

(3}

El

E1

E1

267

%7

387




[ d9 Spi‘pL = dq 869Z + da Lyp‘lL ] 26-O1 / 3Ad
81ond
.\n-o:m;n
G-91d v-01/3Ad G-J1/3Ad
14093/ 1 NINW | eay
LLELL 10G6L 08SS g9t 853C 029t
1 ydg | edy | 1SS 1 1SS 1 16g | tes
g-o1d g9z-auld 6-o1d oc-auid | 6t gy -o1d
IQ‘PQb
£ tvik10d- 13 w_ z3 _w_ 2 pdsu £dsu zdsu Ldsu H— S

FIGURE 2

S9¢

saptjoatonu Ly Ll = dWOU3IY I3IA



[da syivs = da 969z + dazvvii | T6-01/3Ad

023-NIN 13

i oL e s v € z '
|

)
| 1
23 _w— 2 rdsu tdsu tdsu tdsu d:-.axlo.._xl
9

z - A

-
p— ©
=
e
e

A9

Looa-ompgees | s I :+%-5—

]

Coos-nnguss | o] PR Sp—

! p

£€-2173Ad S-213Ad
Foom-a.:.ﬁm-vsxl_ / / _H.ouu-..m...az--...m-qu--ax-_-mihT::T.:.:T_
9r-o1d
yds s
:aml.n(? »
§-019 edy jes
¥ -01/3Ad
\ —.Iouwa.-m-:nx:.Em«E-n--axu.-mn.-a _-mu.mn-gnm-vc.xL

PP ——l—

gz-ayid
1S 18S-18d -yds

Z-2143Ad
/ p 053-18% 18S-154-4dS-puiH ||_

6-519

——]

—lO-\W)Q

L 003105 o ———— < 4-os-oum—]

s1ond
ﬂl .I_ 61-21d
053-18§ 195 - 18d~ YydS-puiH ~—— @— —® _uml_-m

819nd ~ .omIﬁ_ua

_H_..._z....._m-..._-.-m-.ax-E--.Em,.ax-:m-oouL oc-qu1d

FIGURE 3




66
FIGURE 4
“}! Sp}l Ape 1 ‘mll.l‘“’l Sna?l Sﬂl\l
i
1620 3954 7501 83h9 8895 10319 137
—> 26§
nsP1 nsP2 nsP3 ePé c E2 El




Q¥l "SA SadudJayia 2 ‘L = || Joyouy sueuquan = [} 3315 U011L1AS0419 = | 2115 36eARI) = e}

FIGURE §

67

s o 111 B 0 1 1

dh ALV X A D31 SSi IAA dA ANV S 1 SAL S SAVQ 1VA3I LVYSY AHL Nd XIS Si1 SST1Y¥ AJANIIA Y 44
VH § Vv 1L NA H HNWIIA A N4 3 s 01 v u JA S $ 4 -d700d
1 A A 21 1 Vi AXaNL
1 . N30
9 9
» [ »
991 1<j< v
1 3 AVS ) 11vil v U NAW 1S SIVIA Vs 34 ALVS v 3AS A 1lv ] 1134459
A HYA S $9 Nd b ] ¥dd
A1 1 -
H
» » L] »
£2] 1,‘1(1,\[.\1
v d A 7 SIA SA vy v v 3 dd3
I W 1 ¥
1
» s s »
121 J(1<1<1<J
N A 1TSA vt v 9 3 3 ds dd
LD b ] |
» » » [ [
v ) Ti1( <l<|
A A )]
» s » »
9] i.«l,‘ <l<|
1 1 q 4 A N
» » » »
0 u[lf Mo
i3 X9 23 £3 aisdvd

35u3nNbas ploy OUlwy :JOSINJIud UL10JdA104 S92 PIiesued]

L LEL]

3A3

088¢

9294

08L-1L

£8-J1

(1. 33



- (a)

FIGURE 6 §\
: )
' N
: \
: \
£ N\

o

"I

Y

o V7202077,

14

Days after VEE tc-83 virus inoculation

4

(b)

-t
N
|

-3

*H cpm.x10
[¢ ¢]
T

> T -l
-\:\\3 R

N

1 35

Days after EEE virus inoculation

(c) L

-
[6¢]
I

Mepm x10°
o
T

N
N | .
N S I i 7 s M

7 14 21 42

Days atter \WEE vires moculation




she(

S ) ,
" cel
.4 Lu
v ¢ll
TN
o 12
; —
a 6
[ 1 1 L-
68-€S 68-¢l-¥% 68-2¢2-¢ g88-12-21
U3 eBus)iey)d }soog vS-O1 uopezjunwwg 4
~
:
=

| EE = B B aE B B B B B BE En BE B EE =N =Ea




70

FIGURE LEGENDS

Figure 1:

Figure 2:

Figure 3:

Annotated full-length nucleotide and deduced amino acid sequences of the RNA
genome of VEE TRD virus. The nucleotide sequence is numbered continuously
from 1 through 11447. The amino acid sequences of the nonstructural and
structural polypeptide regions are numbered using partitioned annotation. The
single letter amino acid abbreviation is aligned with the first nucleotide of its
codon.

The putative 26S mRNA start site and proteolytic cleavage sites of the translated
nonstructural and structural polyproteins are indicated. The two peptide repeats
in nsP3 and the transmembrane domains of the E1 and E2 envelope glycoproteins
are indicated by overlying solid bars.

* = QGlycosylation site (N-X-S or T)

= Confirmed nucleotide sequence difference between TRD and TC-83 virus
genomes

= Nonconfirmed nucleotide sequence differences ("artifacts," "errors,” or

variants) between TRD and TC-83 virus-specific cDNA clones

General construction strategy for pVE/IC-92. The cDNA regions and restriction
enzyme splice sites used in the construction of the full-length cDNA clone of VEE
TC-83 virus are shown. Genome nucleotide positions of the restriction enzyme
sties used in the splicing are indicated.

Construction details for pVE/IC-92. c¢DNA regions that were used in the
cot."truction are shown as solid bars. The donor clones and restriction enzyme
splice sites are indicated. The pUC18 plasmid backbone is indicated by open
rectangles and available polylinker (MCS) restriction sites. Solid dots indicate
ligated DNAs, arrows the ligated product. The organization of the full-length
VEE TC-83 ¢cDNA in pUC18, including kilobase length markers, is shown in the
schematic diagram at the bottom of the figure. Restriction enzyme sites shown
are Apa I, BamH I, Bgl II, EcoR I, Hind III, Kpn I, Mlu I, Pst I, Sma I, Sph I,
and Xba I.
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Figure 4:

Figure §:

Figure 6:

Figure 7:
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Summary schematic diagram of pVE/IC-92 and the recombinant full-length cDNA
clones derived therefrom. c¢DNA splice sites and nucleotide positions, genome
organization of VEE virus, TC-83 and TRD virus genomes annotated with amino
acid (upper case, coding regions) and nucleotide (lower case, 5'- and 3'-
noncoding regions), and annotated full-length cDNA constructs of TC-83 virus
(pVE/IC-92), recombinant TC-83/TRD viruses (pVE/IC-100 - pVE/IC-102),
putative wild-type TRD virus (pVE/IC-113) are shown. cDNA regions derived
from pVE/IC-92 are indicated by wide, lightly stippled bars. Those regions
resulting from insertion of appropriate domains TRD virus cDNA into the
pVE/IC-92 backbone are indicated by narrow, solid bars. Single dots indicate
positions of known cDNA "errors": (a) the extraneous G nucleotide at the 5'-end
of the genome, (b) the pTC-5 error at genome position 10356 (C-to-T error; El-
119 Ala-to-Val error), and the pTRD-26 error at genome position 4698 (G-to-A
error; nsP3-223 Ala-to-Thr error). All of the full-length cDNA clones have the
TRD-sense 3’-noncoding region (TT versus TC-83 T at TRD positions 11408 -
11409).

Comparison of the amino acid sequences of structural genes comprising
Venezuelan equine encephalitis viruses TRD (IAB), TC-83 (IAB), 71-180 (IAB),
P676 (IC), 3880 (ID), Everglades (1I), and Mena (IE) viruses.

Lymphoproliferative response of (a) VEE TC-83, (b) EEE, and {c) WEE virus-
primed and pooled (three to six mice per virus group) NW-purified responder T
cells. Stimulator cells were infected with purified viruses VEE TC-83 (solid
columns), VEE Trinidad (hatched columns), WEE (blank columns) and EEE
(dotted columns). Bars represent the adjusted mean counts per minute in three
replicates with the standard error.

Time line indicating the days following immunization of horses with TC-83 (112
days), TC-5A (91 days after the primary immunization and 21 days following the
second immunization) and wild-type vaccinia (112 days) prior to virulent virus
challenge at 112 days. Control horses were euthanized on day six following
challenge. The horses immunized with TC-83 and TC-5A were euthanized on
day 21 after virulent virus challenge.




